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® Antibacterial agents have the formula (I) or are pharmaceuticaily acceptable salts or in vivo hydrolysable 
esters thereof: 
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In which is oxygen, sulphur or -CHa- and 2 represents hydrogen. haJogen, C^^ alkoxy, -CH2-Q or 
-CH = CH-Q where Q represents hydrogen, halogen, hydroxy, mercapto, cyano. carboxy. carboxylic ester. 

alkyloxy, acyloxy, aryl. a heterocyclyl group bonded via carbon, a heterocyclylthio group or a nitrogen 
containing heterocyclic group bonded via nitrogen; 

RS represents phenyl, substituted phenyl, cyclohexenyl. cyciohexadlenyl or an optionally substituted 5 or 6- 
membered heterocyclic ring containing up to three hetero atoms selected from oxygen, sulphur or nitrogen. 
R« is hydrogen, hydroxymethyl. formamido. or methoxy. find R^ are the same or different and represent 
hydrogen, alkyi, substituted Ct^ alkyi, halogen, amino, phenyl, substituted phenyl, hydroxy or 
alkoxy or R' and fl* fomi the residue of an optionally substituted 5 or 6- membered carbocyclic ring or a 5 
or 6-membered heterocyclic ring containing up to three hetero atoms selected from oxygen, sulphur or 
nitrogen, R^ is 



wherein R'° and R^^ are the same or different and each represents hydroxy, or protected hydroxy and XR^ 
is -(CH2)„R3, -NHCOR^ -N=CHR3. -NHCH2R3. or -COR^ where n is from 0 to 2; with the proviso that XR« 
does not represent -N = CHR^ when R® represents hydrogen. 

The use of the compounds is described together with intermediates for their preparation. 




2 



EP 0 293 S32 A1 



NOVEL COMPOUNDS 



This invention relates to a class of novel j3<lactam compounds which have antibacterial activity and are 
of value in the treatment of infections In animals especially mammals, Including man, caused by a wide 
range of micro-organisms, particularly Gram-negative organisms. The Invention also relates to a process for 
the preparation of such compounds. Intermediates for use In the preparation of the compounds and to 
5 pharmaceutical compositions containing the antibacterialiy active compounds. 

UK Patent GB-2107307B discloses and claims i8*lactam antibiotics which have an a-fonmamido 
substituent on the carbon atom adjacent to the carbonyl group of the iS-lactam ring, and in particular 
compounds of fomnula (A) 

10 CHO 

I 

NH 




30 



36 
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CH. 



cz 



in which Is oxygen, sulphur or -CHa- and Z represents hydrogen, halogen or an organic group such as 
Ci-4 alkoxy, -CHa-Q or -CHaCH-Q where Q represents hydrogen, halogen, hydroxy, mercapto, cyano. 
carboxy, carboxylic ester, Ci^ aikyloxy. acyloxy. aryl. a heterocyclyl group bonded via carbon, a 
heterocyclylthto group or a nitrogen containing heterocyclic group bonded via nitrogen; 

is phenyl, substituted phenyl, cyclohexenyl. cyclohexadienyl, or a 5- or 6-membered heterocyclic ring 
containing up to 3 hetero-atoms selected from oxygen, sulphur or nitrogen, optionally substituted with 
hydroxy, amino, halogen, substituted amino or a alkoxy: and R^ are the same or different and 
represent hydrogen. aikyl, substituted Ci^ aikyl. halogen, amino, hydroxy or Ci^ alkoxy or R^ and R^ 
together form the residue of a 5- or 6-membered heterocyclfc ring: and R^ represents hydrogen. aikyl, 
substituted aikyl, aryl or aralkyi: or a pharmaceuticaliy acceptable salt or in vivo hydrolysabie ester-thereof. 

The present invention provides a compound of formula (I) or a pharmaceuticaliy acceptable salt or in 
vivo hydrolysabie ester thereof: 
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30 

in which Is oxygen, sulphur or -CHa- and Z represents hydrogen, halogen. Ci-^ alkoxy, -CH2-Q or 
-CH=CH-Q where Q represents hydrogen, halogen, hydroxy, mercapto, cyano, carboxy. carboxylic ester, 
Cm alkyloxy. acyloxy. aryl. a heterocyclyl group bonded via carbon, a heterocyclylthio group or a nitrogen 
containing heterocyclic group bonded via nitrogen; 

^ R5 represents phenyl, substituted phenyl, cyclohexenyl. cyclohexadienyl or a 5 or 6-membered. heterocyclic 
ring containing up to three hetero atoms selected from oxygen, sulphur or nitrogen optionally substituted 
with hydroxy, amino, substituted amino, halogen or Ci^ alkoxy, Is hydrogen, hydroxymethyl. formamido, 
or methoxy, R' and R^ are the same or different and represent hydrogen, Cm alkyi, substituted Ci^ alkyl. 
halogen, amino, phenyl, substituted phenyl, hydroxy or Ci^ alkoxy or R^ and R^ form the residue of a 5 or 

^ 6-membered carbocyclic ring or a 5 or 8-membered heterocyclic ring containing up to three hetero atoms 
selected from oxygen, sulphur or nitrogen optionally substituted with hydroxy, amino, substituted amino, 
halogen or Cim alkoxy; R^ is 



46 




wherein R^** and R" are the same or different and each represents hydroxy, or protected hydroxy and XR^ 
is •{CH2)nR^ -NHC0R9. -N^CHR^, -NHCHzR^. or -COR^ where n is from 0 to 2; .with the proviso that XR^ 
does not represent -N=CHR3 when R« represents hydrogen. Preferably XR« does not represent -NaCHR^ 
when R^ represents hydrogen or methoxy. 

Suitable protected hydroxy groups Include Ci.e alkylcarbonyloxy such as acetoxy. Zy^ alkoxycar- 
bonyloxy such as t-butoxycarbonyloxy. substituted C1.6 alkoxycarbonyloxy wherein the alkyl is substituted 
by up to three halogen groups, such as trichloroethoxycarbonyloxy, aralkyloxycarbonyloxy. substituted 
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aralkyloxycarbonyloxy such as p-nitrobenzyloxycarbonyloxy, trl alkylsilyloxy such as trimethylsilyloxy, 
or optionally substituted aralkyloxy such as benzytoxy. 

When used herein the term 'aryl* includes phenyl and naphthyl optionally substituted with up to five, 
preferably up to three, groups selected from halogen. Ci^ aikyl. phenyl. C,^ alkoxy. halo(Ci^) alkyl. 
5 hydroxy, amino, nitro, carboxy, alkoxycarbonyl, Ci^ alkoxycarbonyl-(Ci4)-a»<yl Ci^ alkylcarbonyloxy, or 
alkylcarbonyl groups. 

When used herein the term 'alkyl' includes straight and branched chain alkyi groups containing from 1 
to 6 carbon atoms, such as methyl, ethyl, propyl and butyl. A particular alkyl group is methyl. 

The term 'halogen' refers to fluorine, chlorine, bromine and iodine. 
70 Suitable 'substituted amino' groups include alkylamino and di(Ci^)alkylammo. 

Suitably the substituted phenyl group for R*. or R^ Is a phenyl group substituted with up to three 
groups selected from alkyl. phenyl, halogen. alkoxy. amino, nitro, hydroxy. Ci^ alkylamido, 
alkylcarbonyloxy. carboxy. alkoxycarbonyl. halo(Ci^)alkyl. oxo(Ci^)alkyl, alkylcarbonyl. aryloxy. 
aralkyloxy, arylcarbonyl, Ci.e alkylamino dl(Ci.fl)alkylamino or protected amino. Suitable amino protecting 
T5 groups are those well known in the art which may be removed under conventional conditions without 
disruption of the remainder of the molecule. 

Suitable amino protecting groups include benzyl optionally substituted in the phenyl ring by one or two 
substituents selected from C^^ alkyl. alkoxy, trifluoromethyl, halogen or nitro; C1.4 alkoxycarbonyl, for 
example tert-butoxycarbonyl; halogen substituted alkoxycarbonyl. for example trichloroetiioxycarbonyl. 
20 benzyloxycarbonyi optionally substituted as for benzyl above; allyloxycarbonyi; trityl; or enamines derived 
from reaction, witii fi-keXo carboxylic acid esters for example witti etiiyl acetoacetate. 

When Rs represents a 5- or 6-membered heterocyclic ring, the ring is preferably heteroaromatic. 

Suitable examples of a heteroaromatic group for include 2-tiiienyl, 3-ttiienyl, 2-furyl, 3-furyl and 2- 
amino-4-tiiiazolyl. 

25 In formula (I) the group R^ is preferably phenyl. 2-thienyl or 4-hydroxyphenyl. 

The group is preferably formamido, metiioxy or hydroxymethyl. most preferably fonmamido. 

Suitable Ci^ alkyl groups for the groups R^ and R® include methyl, ethyl, n-and iso-propyl and n-, sec-, 
ISO- and tert-butyl. Preferably R^ and R^ are hydrogen. 

The bond Joining the group R^ to the group X may be attached to any qne of ttie cartjon atoms in the • 
30 group R^ which is not attached to R^*' or R". 

Preferably the group R^ may be represented by 
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Suitable values for the groups R^*' and R^^ include hydroxy and acetoxy. 

Particular values of the group R^ include 3,4-dihydroxyphenyl. 3,4-diacetoxyphenyl, 2,3-dihydrox- 
yphenyl and 4,5-dihydroxypyridin-2-yl. 

Preferred values of the group R^ Include 3,4-dihydroxyphenyl and 4.5-dihydroxypyrldin-2-yl. 

It will be understood that the group R^ may exist in certain instances in one or more tautomeric forms 
and that such tautomeric forms are Included within tiie scope of this invention. For example, when R^ Is 4.5- 
dihydroxypyridln-2-yl. ttiat group may also be represented by tiie 1.4-dihydro-5-hydroxy-4-oxopyridin-2-yl 
group of the formula: 
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Preferably X is (-CHa-jn-- More preferably n = 1 so that X is a methylene group. 
Preferred values for Y are 

CH, Jt^ 



and ^CH, 



wherein is sulphur. 

Suitably Z is Ci^e alkylcarbonyloxymethyl, preferably acetoxymethyl, or is a heterocyclyithiomethyl 
group of the formula -CHa-S-Het wherein 'Hef is a five or six membered heterocyclic ring containing from 1 
to 4 atoms selected from N. 0. and S unsubstituted or substituted with one or two groups selected from Ci- 
6 alkyl. Ci^ aII<oxy. hydroxy alkyi, Ca^ alkenyl, alkoxy Ci^ alkyl. carboxy alkyl. sulphonyl 
alkyl, carbamoyl Ci^ alkyl, trifluoromethyl. hydroxy, halogen, oxo, amino alkyl, Ci^ alkylamino Ct^ 
alkyl, di (Ci^ alkyl) amino Ci^ alkyl. and carboxy alkyl or two substituents may be linked to form the 
residue of a heterocyclic or carbocyclic ring. 

Examples of the group 'Hef include unsubstituted and substituted imidazolyl, triazolyl, tetrazolyl, 
thiazolyl. thiadiazolyl. thiatriazolyl. oxazolyl. triazinyi and oxadiazoiyl. 

Suitable groups 'Hef include unsubstituted and substituted l.2,3-tria20lyl; 1.2,4-tria2olyl; tetrazolyl: 
oxazolyl; thiazolyl; 1,3.4-oxadlazolyl; 1. 3.4-thiadiazolyl, or 1,2.4-thiadiazolyl. 

Preferably the heterocyclyithio group is 1 -methyl -1H-tetrazol-5-ylthio. or 1.3,4-thladla20l-2-ylthio. 

The nitrogen containing heterocyclic group bonded via nitrogen is suitably a pyridinlum group unsub- 
stituted or substituted with one or two groups selected from Ci^ alkyl. Ct^ alkoxy, hydroxy Ci^ alkyi, Czs 
alkenyl, Ci^ alkoxy alkyl. carboxy Ci^ alkyl, sulphonyl alkyl, carbamoylmethyl, carbamoyl, 
trifluoromethyl, hydroxy, halogen, oxo, and amino Cile alky'- 

The carbon atom marked * in formulae herein is asymmetric and thus compounds of formula (1) may 
exist as two optically active dlastereolsomers. In general the isomer prepared from the D-stde chain exhibits 
the highest antibacterial activity and accordingly the D compound or the OL mixtures are preferred, with the 
D compound being particularly preferred. 

The compounds of formula (I) with the preferred D- side -chain can be separated from a mixture of both 
diastereoisomers by conventional methods, or be prepared from intermediates that bear a D- side chain. 

Moreover where represents the formamido group, this can exist in two preferred conformations, 
those wherein the hydrogen atoms of the -NH-CHO are, ds- or trans* , of which the c^ conformation 
normally predominates. 

Since the )3-lactam antibiotic compounds of the present Invention are Intended for use in pharmaceuti- 
cal compositions it will readily be understood that they are each provided in substantially pure form, for 
example at least 50% pure, more suitably at least 75% pure and preferably at least 95% pure (% are on a 
wt/vvt basis). Impure preparations of the compounds may be used for preparing the more pure forms used 
in the pharmaceutical compositions. Although the purity of intermediate compounds of the present invention 
is less critical it will readily be understood that the substantially pure form is preferred as for the iS-tactam 
antibiotic compounds. Preferably, whenever possible, the compounds of the present invention are obtained 
in crystalline form. 

Examples of suitable pharmaceutically acceptable in vivo hydrolysable ester groups include those 
which break down readily in the human body to leave the parent acid or its salt. Suitable ester groups of 
this type include those of part formula (I). (II). and (Iv): 
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-CO2CB-O.CO.Rl9 (i) 

s 

Rd 

/ 

tfi (ii) 

IS 



-jC02CH2-ORf (iii) 

20 




wherein Is hydrogen, alkyi, C3.7 cycloalkyi, methyl, or phenyl. R** is alkyl. Ci^ alkoxy. phenyl, 
benzyl, C3.7 cycloalkyi, alkyl 63,7 cycloalkyi, 1-ammo Ci^ alkyl, or l-(Ct^ a!kyl)amino alkyl; or R" 
and R** together form a 1 ,2-phenylene group optionally substituted by one or two methoxy groups; 
represents alkylene optionally substituted with a methyl or ethyl group and R^ and R® independently 
represent Ci^ alkyl; R' represents alkyl; R^ represents hydrogen or phenyl optionally substituted by up 
to three groups selected from halogen, alkyl, or C1-6 alkoxy; and X is oxygen or NH. 

Examples of suitable in vivo hydroiysable ester groups include, for example, acyloxyaikyi groups such 
as acetoxymethyl. pivaloyloxymethyl, a-acetoxyethyl, a-pivaloyloxyethyl, 1-(cyc!ohexylcarbonyloxy)prop-1- 
yl, and (l-aminoethyl)carbonyloxy methyl; alkoxycarbonyloxyalkyi groups, such as ethoxycarbonyloxymethyl 
and a-ethoxycarbonyloxyethyl; dialkytaminoalkyi especially di-loweralkylamino alkyl groups such as 
dimethylaminomethyl, dimethylaminoethyl, diethylaminomethyl or diethyiaminoethyl; lactone groups such as 
phthalldyl and dimethoxyphthalidyl; and esters linked to a second iS-lactam antibiotic or to a jS-lactamase 
Inhibitor. 

A further suitable pharmaceutically acceptable jn vivo hydroiysable ester group Is that of the fonmula: 



so 



56 




wherein R is hydrogen, aikyi or phenyl. 

Suitable pharmaceutically acceptable salts of the carboxy group of the compound of formula (1} include 
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metal salts, eg aluminium, alkali metaJ salts such as sodium or potassium, alkaline earth metal salts such as 
calcium or magnesium and ammonium or substituted ammonium salts, for example those with lower 
alkylamlnes such as triethylamlne. hydroxy-fower alkylamines such as 2-hydroxyethylamine. bis-(2-hydrox- 
yethyl)-amine or tris-(2-hydroxyethyl)-amlne, cycloalkylamines such as dicyclohexylamine. or with procaine, 
dibenzylamine. N.N-dibenzylethylenediamine, 1-ephenamine. N-ethylpiperldine, N-benzyl-j^-phenethylamine, 
dehydroabietylamine. N.N -bisdehydro-abletylamine. ethylenediamlne. or bases of the pyridine type such as 
pyridine, collidine or quinoline. or other amines which have been used to form salts with known penicillins 
and cephalosporins. Other useful salts include the lithium and silver salt 

Some of the compounds of this Invention may be crystallised or recrystallised from solvents containing 
water. In such cases water of hydration may be formed. This Invention includes within its scope 
stoichiometric hydrates as well as compounds containing variable amounts of water that may be produced 
by processes such as lyophllisatlon. 

Specific compounds within this invention include the following and pharmaceutically acceptable salts 
and in vivo hydrolysable esters thereof:* 

6iS<[5^2[[4-(3.4-Oihydroxybenzylh2.3Klioxoplperazin-1-yl]carbonylamino>2-phe 

add; 

6/9-[D-2([4-(3.4-Dihydroxybenzyl)-2,3<lloxoplperazin-1-yl]carbonylaminoh2i3henylacetamidol-6a- 
formamldopeniclllanic acid; 

6i8-[D-2-U4-(3,4-Dihydroxybenzyl)-2,3-dioxopiperazin-1-yl]carbonylamino]-2-phenylacetamido]-6a^ 
methoxypenicillanic acid; 

6j8-tD-2-{[4-(3,4-Dihydroxyben2yl)-2.3Klioxopip8raan-1-yllcarbonylaminol-2-(^^ 
6a-formamidopenicillanic acid: 

6/8HD-2-(3.4-Diacetoxyphenyl)-2-n4-(3.4-dlhydroxybenzyl)-2,3<lioxopiperazin-1-yl]ca^ 
acetamldo]-6crformamldopenicillanic acid; 

6/j-[D-2-{[4-(4.5-Olhydroxypyridin-2-ylmethyl)2.3Klioxopiperazln-1-yl]carbonylaminol-^^^ 
fonnamidopeniciilanic acid; 

6^-[D-2-{[4-(3.4-dihydroxyben2yl)-2.3-dioxopiperazin-1-yl]carbonylaminoh2-phenylacetamidoh6a- 
(hydroxymethyl) peniciilanic acid; 

6/3-[D-2-[[4-(3.4-Oihydroxybenzyl)*2.3-dioxopiperazln*1- yl]carbonylaminoh2-[(4-aminophenyl)acetamidol-6a- 
formamidopeniclllanic acid; 

7i8-[C>24(4-(3,4-Diacetoxybenzyl)-2,3-dioxopiperazin-1-yl]carbonylamino]-2-phenyiacetamidoI-^^^ 
3-{(1 ,3.4-thiadlazol-2-yl)thiomethyl]ceph-3-em-4-carboxylic acid: 
7iS-[D-2-[[4-(3.4-Diacetoxybenzyl)-2,3-dioxopiperazin-1-yl]carbonylaminol-2-phe 
3-({1-methyl-.1 H-tetra2ol-5-yl)thlomethyi]ceph-3-em-4-carboxylic acid; 

7iS-[D-2-([4-(3.4-Dihydroxybenzyl)-2,3-dioxopipera2in-1-yl]carbonylamino]-2-phenylacetamido]-7o- 
formamldo-3-K1.3.4-thiadia20l-2-yl)thiomethyl]ceph-3-em»4-carboxyltc acid; 
6/S-tD-2-(3.4-Olacetoxyphenyl)-2-[(4-(3,4-dihydroxyben2yl)-2.3Klloxopipera2in-1-yl)carbonylamino] 
acetam{do]-6a-(hydroxymethytpenicillanic acid; 

7^-(2-[[4-(3.4-Dlhydroxyben2yl)-2.3-dioxopipera2in-1-yl]carbonylamino]-2-(2-thienyl)acetamido]-7^ 
fomiamido-3-[(1 .3.4-thladiazol-2-yl)thiomethyllceph3-em-4-Garboxylic acid; 
7MD-2-[[4-(3,4-Dihydroxyben2yl)-2,3-dloxoplperazin-1-yl]carbonylamlno]-2-phenyte^ 
formamido-3-[(l -methy 1-1 H-tetrazol-5-yl)thiomethyl]ceph-3-em-4-carboxyllc acid; 
6/3-[2-[[4-(2.3-dihydroxybenzyl)-2.3-dloxopiperazln-1-yi]carbonyiamlnoh2-phenylacetamldo>^^ 
formamldopenicillanic acid; 

7/8-[D-2-tt4-(2,3-Dihydroxyben2yl)-2.3<Jioxopipera2in-l-yllcarbonylaminol-2-phenylacetamW 
formamido-3-[(1 .3,4-lhiadlazol-2-yl)thiomethyliceph-3-em-4-carboxyllc acid; 
6/3-[D-2-[4-(3.4-Dihydroxyphenyl)-2.3-dloxoplpera2in-1-ylcarbonylaminoh2i)henylacetamld^ 
formamidopeniclllanic acid; 

6i8-(D-2-[4-[2-(3.4-Dlhydroxyphenyl)ethylh2,3<lioxopiperazln-1-ylcarbonylamino]-2-phenyte^^ 
formamidopenicilianic acid; . 

7i8-[DL-2-[4-(3.4-Dihydroxyphenyl)-2,3<lioxoplpera2ln-1-ylcarbonylamino]-2-phenylacetamldo]-7c^ 
formamido-3-[(1.3.4-thiadla20l-2-yl)thiomethyl]ceph-3-em-4-carboxylic acid; 
3-Acetoxymethyl-7/3-tD-2-[4-(3.4-dihydroxybenzyl)-2.3-dioxopiperazin-1-ylcarbonylamlno]-2- 
phenylacetamido]ceph-3-em*4^arboxylic acid; 

3-Acetoxymethyl-7i3-tD-2-[4-(1 ,4-dihydro-5-hydroxy-4-oxopyrldin-2-yl)methyl-2.3-dioxopiperazin-1- 
ylcarbonylaminoh2-phenylacetamido]ceph-3-em-4-carboxyllc acid; and 

t6R,7R] 3-(1 .3.4-Thiadiazol-2-y l)thiomethy l-7[[R]-2[2.3<lloxo-4(3.4<[ihydroxy benzy lldeneamino azln-1 - 
yl-carbonylamlnoh2-phenylacetamido]-7-formamido-ceph-3-em-4-carboxylic acid. 
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The antibiotic compounds according to the invention may be forniulated for administration in any 
convenient way for use in human or veterinary medicine, according to techniques and procedures ger se 
Icnown in the art with reference to other antibiotics, and the invention therefore includes within its scope a 
pharmaceutical composition comprising an antibiotic compound according to the present Invention such as, 
5 for example a compound of formula (I) above together with a phamnaceutically acceptable carrier or 
excipient. The compositions may be fonnulated for administration by any suitable route, such as oral or 
parenteral, or by topical application. The compositions may be in the fomn of tablets, capsules, powders, 
granules, lozenges, creams or liquid preparations, such as oral or sterile parenteral solutions or suspen- 
sions. 

10 Tablets and capsules for oral administration may be in unit dose presentation form, and may contain 
conventional exciplents such as binding agents, for example syrup, acacia, gelatin, sorbitol, tragacanth, or 
polyvinylpyrollidone; fillers, for example lactose, sugar, maize-starch, calcium phosphate, sorbitol or glycine, 
tabletting lubricants, for example magnesium stearate. talc, polyethylene glycol or silica; disintegrants, for 
example potato starch; or acceptable wetting agents such as sodium iauryl sulphate. The tablets may be 

16 coated according to methods well known in normal pharmaceutical practice. Oral liquid preparations may be 
In the form of. for example, aqueous or oily suspensions, solutions, emulsions, syrups or elixirs, or may be 
presented as a dry product for reconstitution with water or other suitable vehicle before use. Such liquid 
preparations may contain conventional additives such as suspending agents, for example sorbitol, methyl 
cetlulose, glucose syrup, gelatin, hydroxyethylcellutose, carboxymethyl cellulose, aluminium stearate gel or 

zo hydrogenated edible fats, emulsifying agents, for example lecithin, sorbltan monooleate, or acacia; non- 
aqueous vehicles (which may include edible oils), for example almond oil, oily esters such as glycerine, 
propylene glycol, or ethyl alcohol; preservatives, for example methyl or propyl g-hydroxybenzoate or sorbic 
acid, and if desired conventional flavouring or colouring agents. 

Suppositories will contain conventional suppository base, eg cocoa-butter or other glycerlde. 

25 For parenteral administration, fluid unit dosage forms are prepared utilising the compound and a sterile 
vehicle, water being preferred. The compound, depending on the vehicle and concentration used, can be 
either suspended or dissolved in the vehicle. In preparing solutions tiie compound can be dissolved in water 
for injection and filter sterilised before filling into a suitable vial or ampoule and sealing. Advantageously, 
agents such as local anaesthetic, preservative and buffering agents can be dissolved In \he vehicle. To 

30 enhance the stability, tiie composition can be frozen after filling into the vial and the water removed under 
vacuum. The dry lyophilised powder is then sealed in Une viai and an accompanying vial of water for 
Injection may be supplied to reconstitute the liquid prior to use. Parenteral suspensions are prepared in 
substantially the same manner except that tiie compound is suspended in the vehicle instead of being 
dissolved and sterilisation cannot be accomplished by filtration. The compound can be sterilised by 

OS exposure to ethylene oxide before suspending in the sterile vehicle. Advantageously, a surfactant or wetting 
agent is Included in the composition to facilitate uniform distribution of tiie compound. 

The composition may contain from 0.1% to 99.5% by weight, preferably from 10-60% by weight, of tiie 
active material, depending on the method of administration. Where the compositions comprise dosage units, 
each unit will preferably contain from 50-500 mg of tiie active ingredient. The dosage as employed for adult 

40 human treatment will preferably range from 100 mg to 12 g per day for an average adult patient (70 kg), for 
instance 1500 mg per day depending on the route and frequency of administration. Such dosages 
correspond to 1.5 to 170 mg/kg per day. Suitably the dosage is from 1 to 6g per day. The daily dosage Is 
normally given by administering the compound 1-4 times daily. 

The antibiotic compounds according to the present invention may be the sole tiierapeutic agent In tiie 

45 compositions of the invention or a combination witii other antibiotics and/or jS-lactamase inhibitor may be 
employed. 

Advantageously the compositions also comprise a compound of formula (B) or a pharmaceutically 
acceptable salt or ester thereof: 
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Wherein A Is hydroxyl; substituted hydroxyl; thiol; a group of formula SO2R* wherein r! is alkyi: 
substituted thiol; amino; mono- or di-hydrocarbyl substituted amino; mono- or di-acylamino; an optionally 
substituted triazolyl group; or an optionally substituted tetrazolyl group as described in EP O 053 893. 
A further advantageous composition comprises an antibiotic compound according to the invention and a 
5 pharmaceutically acceptable carrier or excipient together with a jS-lactamase inhibitor of formula (C) or a 
pharmaceutically acceptable salt or in vivo hydrolysable ester thereof: 




wherein B is hydrogen, halogen or a group of formula: 

20 



25 




In which R'' and R"* are the same or different and each is hydrogen, ali<oxycarbonyl, or carboxy or a 
^ pharmaceuticaily acceptable salt thereof. 

Further suitable j3-lactamase inhibitors include 6-alkylidene penems as described in European Patent 
Application No. 81301683.9 (Publication Number 0 041 768). 

Further suitable /3-lactamase inhibitors include 6i3-bromopenicillanic acid. and salts and in vivo 
hydrolysable esters thereof and 6/S-iodopenicillanic acid and salts and In vivo hydrolysable esters thereof. 
35 Such compositions of this invention comprising a i3-lactamase inhibitor are formulated in conventional 
manner. 

The present invention also includes a method of treating bacterial Infections in humans and animals 
which comprises the administration of a therapeutically effective amount of an antibiotic compound of this 
invention. 

The antibiotic compounds of the present Invention are active against a broad range of Gram positive 
^ and Gram negative bacteria, for example they are useful for treatment of respiratory tract and urinary tract 
infections in humans and are particularly useful in the treatment of bacterial infections, in Immunocom- 
promised patients. A particular advantage of the antlbacterially active compounds of the invention in which 
is formamido, is their stability to /3-lactamase enzymes and they are therefore effective against B- 
^ lactamase producing organisms. 

The present invention further provides a process for the preparation of a compound of formula (I) which 
process comprises treating a compound of formula (II): 



50 



55 




(11) 
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4 



10 



IS 



20 



25 



30 



36 



40 



45 



50 



wherein Y. RS and * are as defined for fomnula (I), jg hydrogen, -NHCHO, CH2OH. -OMe or a suitable 
intermediate group icnown for the production of -NHCHO or -OMe. and wherein any reactive groups may be 
protected and R'^ represents hydrogen or a readily removable carboxyi protecting group, with an N-acylating 
derivative of an acid of formula (III): 



r'-x-n ncooh 

(III) 



wherein R'^, R^, R^ and X are as defined for formula (I), and wherein any reactive groups may be protected; 
and thereafter if necessary carrying out one or more of the following steps: 

(i) converting an intermediate group R^^ to *NHCHO or OMe ; 

(ii) removing any carboxyi protecting group R^ 

(iii) removing any protecting group on R^, 

(iv) removing any protecting group on R^ , 

(V) converting the product into a salt or in vivo hydrolysable ester, 
it will be understood that OMe is an abbreviation for methoxy. 

Preferably the intermediate group R^^ known for the production of -NHCHO or -OMe Is an amino group 
or •SR*^ group wherein R^^ {3 q^^ aj^yi^ aryj or benzyl. A preferred R^^ group for use in the present process 
is -SCH3. Processes suitable for preparing compounds of formula (II) wherein R^^ is -NHa are disclosed In 
U.S. Patent No. 3962214 and U.fC Patent No. 1348984. Processes suitable for preparing compounds of 
formula (II) wherein R^^ jg .sri3 q^q well known in the art, and were first disclosed in Tetrahedron Lett.1973. 
273. Processes suitable for preparing compounds of formula (II) wherein R^^ jg CH2OH are analogous to 
processes disclosed in J. Antibiotics , 37, 1729-1731, December 1984 (Dixon. Edmondson. Hardy and 
Milner). 

Suitable readily removable carboxyi protecting groups for the group R* include salt and ester 
derivatives of the carboxylic acid. The derivative is preferably one which may readily be cleaved. 

Suitable ester-fonming carboxyi-protecting groups are those which may be removed under conventional 
conditions. Such groups for R* include benzyl, g-methoxybenzyi, benzoylmethyl. p-nitrobenzyl. 4-pyridyl- 
methyl, t-butyl, t-amyl, allyl, diphenylmethyl. triphenylmethyl. adamantly. 2-benzyloxyphenyl, 4-methyl- 
thiophenyl, tetrahydrofuran-2-yl, tetrahydropyran-2-yl, pentachlorophenyl, acetonyl. toluenesulphonylethyl, 
methoxymethyl, a silyl, stannyl or phosphorous- containing group or an in vivo hydrolysable ester radical 
such as defined above. 

A carboxyi group may be regenerated from any of the above esters by usual methods appropriate to 
the particular R'^ group, for example, acid- and base-catalysed hydrolysis, or by enzymlcally-catalysed 
hydrolysis, or by hydrogenolysls. 

Compounds of formula (ill) may be prepared by treating a compound of formula (IV): 




'(IV) 



wherein X, R^. R^ and R^ are as defined for formula (I) and any reactive groups may be protected with a 
compound of formula (V): 
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A'-C-R15 (V) 



11 



5 

wherein A' represents a halogen atom and R'^ represents a halogen atom or an ester residue, and then if 
desired converting 

-C-r15 

II 
o 



10 



75 



20 



2S 



90 



35 



to a different reactive derivative in the carboxyl group by a conventional method. 

Suitable groups which permit acylation to take place and which are optionally present on the amino 
group of the starting material of the formula (II) include N-silyl. N-stannyl and N-phosphorus groups, for 
example triallcylsilyl groups such as trimethylsilyl, trialkyttin groups such as tri-n-butyltln. groups of formula 
-P.Rpm wherein Rp is an alkyi, haloalkyi. aryl, aralkyl. alkoxy. haloaikyl. aryl. araikyi, alkoxy, haloalkoxy, 
aryloxy, aralkyloxy or diaikylamino group. R'' is the same as Rp or is halogen or Rp and R** together form a 
ring; suitable such phosphonjs groups being -PCOCaHsfe, -PCCaHsh, 

0 ( CH2 ) 2 0 1 ) 3 

1 I ana I I 

P O P ■ ■ ■ ■■ o 

Compounds of formula (IV) In which X is -CHa- may be prepared by treating the compound of formula (VI): 
R^-CH2NH NH2 t^^^ 



wherein R^, R« and R^ are as defined in respect of formula (I) with an ester or activated derivative of oxalic 
acid of formula: 

cozi 



45 



wherein 2^ and are the same or different ester or activating group. Suitable derivatives of oxalic acid 
include diethyl oxalate . 

Suitably this reaction Is carried out under reflux in a solvent such as ethanol. 

so ' 



55 
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Compounds of formula (VII): 



r8 r7 



r9 CH»«-N .NH (VII) 



10 



wherein R', R* and are as hereinbefore defined may be prepared by processes analogous to those 
,5 disclosed in US Patent 4,189,482 and US Patent 4.515.789; and may readily be C9nverted to an N-acylating 
derivative of the add of formula (VIII): ' 

r8 r7 
) ^ 

r9 CH-8-N NCOOH (VIII) 

by activation and treatment with a compound of formula (V) as disclosed hereinabove. 
Compounds of formula {IX )i 

« r5cH2SH-H tilH (IX) 

\i 



^ wherein R', R« and are as hereinbefore defined are prepared by a reduction of compound of formula 
(VII), for example by hydrogenatlon. 

Compounds of formula (X)s 

45 

R^COSHN NH (X) 



55 wherein R^ R^ and R^ are as hereinbefore defined may be prepared by treatment of a compound of 
formula p(l): 
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H2NN .NH 




(XI) 



with an acylatlng derivative of the acid P? COOH wherein is as hereinbefore defined. Compounds of 
formula (XI) are known from British Patent 1554799 and also may be prepared by acid hydrolysis of a 
compound of formula (XII): 



;5 



20 



H 

ArCa-N-N ,NH 

W 

0 0 



(Xll) 



28 



30 



wherein Ar represents aryl and and R^ are as hereinbefore defined. 



Compounds of formula (XlXI)t 



36 



r8 r7 



(XIII) 



wherein R'. and are as hereinbefore defined may be prepared from a compound of fonnula (XIV): 



40 



r8 r7 



45 



0 0 



(XIV) 



50 optionally substituted by a group which permits acylation to take place, by treatment with an acylating 
derivative of the acid R^COOH. 

(Compounds of fomnula (XIV) are prepared by processes analogous to those disclosed in 
J.Am.Chem.Soc. . 1948. 70. 1967 (C.E. Goulding and C.B. Pollard). 

The compounds of fonnnula (I) may also be prepared by treating a compound of formula (XV): 



55 
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(XV) 



wherein Y, R'^ and IV are as hereinbefore defined and any reactive groups may be protected or a 
compound of formula (XV) wherein the amino group Is substituted by a group which permits acylation; with 
an N-acylating derivative of an add of fbrmula (XVI): 

R^-^H-COOH 
CO 




(XVI) 



wherein \ R^, R^, R^ and R^ are as defined in respect of formula (I) and wherein any reactive groups 
therein may be protected and thereafter if necessary carrying out one or more of the following steps: 

(i) removing any cartwxyl protecting groups R*; 

(ii) removing any protecting groups on R^; 
(ill) removing any protecting groups on R^; 

(iv) converting the product into a salt or in vivo hydrolysable ester. 

Suitable groups which permit acylation to talce place and which are optionally present on the amino 
group of the starting material of the formula (XV) are as described hereinabove In respect of formula (II). 

An appropriate reactive N-acylating derivative of the acid PCVI) is employed in the above process. 

Suitable N-acylating derivatives include an acid hafide. preferably the acid chloride or bromide. 
Acylation with an acid halide may be effected in the presence of an acid binding agent for example, tertiary 
amine (such as pyridine, 4-N,N*dim6thylaminopyridine or dimethylaniline), an inorganic base (such as 
calcium carbonate or sodium bicarbonate) or an oxirane, which binds hydrogen halide liberated in the 
acylation reaction. The oxirane is preferably a (Ci.6)*1.2-aii<ylene oxide - such as ethylene oxide or 
propylene oxide. The acylation reaction using an acid halide may be canied out at a temperature in the 
range -50 *C to +50*C. preferably -20 *C to +20*c. In aqueous or non-aqueous media such as water, 
acetone, tetrahydrofuran, ethyl acetate, dimethylacetamide, dimethylformamide, acetonitrile. dich* 
loromethane, 1^-dichloroethane, or mixtures thereof. Alternatively, the reaction may be carried out in an 
unstable emulsion of water-immiscible solvent, especially an aliphatic ester or ketone, such as methyl 
Isobutyi ketone or butyl acetate. 

The acid halide may be prepared by reacting the acid (XVI) or a salt thereof with a halogenating (eg 
chlorinating or brominating) agent such as phosphorus pentachloride, thionyl chloride or oxalyl chloride. 

Alternatively, the N-acylating den'vative of the acid PCVI) may be a symmetrical or mixed anhydride. 
Suitable mixed anhydrides are alkoxy formic anhydrides, or anhydrides with, for example, carbonic acid 
monoesters. trimethyl acetic acid, thioacetic acid, diphenyiacetic acid, benzoic acid, phosphoms acids (such 
as phosphoric or phosphorous acids) or aliphatic or aromatic sulphonic acids (such as methanesulphonic 
acid or p-toluenesulphonic acid). When a symmetrical anhydride is employed, the reaction may be carried 
out in tiie presence of 2.6-lutidin6 as catalyst. 
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Alternative N-acylating derivatives of acid (XVI) are the acid azide. or activated esters such as esters 
with 2-mercaptopyrldine. cyanomethanol, g-nitrophenol. 2.4-dinitrophenol. thiophenol, halophenols, including 
pentachlorophenol, monomethoxyphenol, N-hydroxy succinimide, N-hydroxybenzotriazole. or 8-hydrox- 
yqulnoline: or amides such as N-acylsaccharins, N-acylthlazolidln-2-thione or N-acylphthallmldes: or an 

5 alkylidene iminoester prepared by reaction of the acid (VII) with an oxinne. 

Other reactive N-acylatIng derivatives of the acid ()(VI) Include the reactive intermediates formed by 
reaction in situ with a condensing agent such as a carbodlimide, for example, N.N'-diethyl-, dl-n-propyl- or 
diisopropylcarbodiimide, N.N'-dl-cyc!ohexylcarbodlimide. or N-ethyl-N'-I3-(dimethylamino)propylh 
carbodlimide; a suitable caTbonyl compound, for example, N.N'-carbonyldllmidazole or N,N'-carbonyl- 

10 ditriazole; an isoxazolinium salt, for example. N-ethyl-5-phenylisoxazoIlnium-3-sulphonate or N-t-butyl-5- 
methyllsoxazolinium perchlorate; or an N-alkoxycarbonyl 2-alkoxy-l,2-dihydroquinoline, such as N-ethox- 
ycarbonyl 2-ethoxy-1.2-dlhydroqulnollne.'Other condensing agents Include Lewis adds (for example BBra - 
CsHs); or a phosphoric acid condensing agent such as diethylphosphorylcyanide. The condensation 
reaction is preferably carried out in. an organic reaction medium, for example, methylene chloridd. 

IS dimethylfomnamlde, acetonltrile. alcohol, benzene, dioxan or tetrahydrofuran. 

Compounds of formula (II) may be prepared by reacting a compound of formula ()CV) with a N-acyiating 
derivative of an acid of formula (XVil): 



20 



25 



rScH-C02H 



wherein and * are as hereinbefore defined and R'^ is an amino protecting group: and thereafter removing 
the protecting group R'^. 

Suitable amino-protecting groups R'^ include those disclosed hereinabove in respect of R^. R^ and R*. 
Particularly preferred groups R^^ are 3-ethoxycarbonyl prop-2-en-2-yl 4-nitrobenzyloxycarbonyl and 
30 trichloroethyloxycarbonyl. 

Compounds of formula (II) may also be prepared by reacting a compound of formula (XV) with an N- 
acytating derivative of an a-azido acid of formula (XVIII): 



35 



40 



45 



50 



55 



r5-CH-C02H 

(XVIII) 



wherein R^ and • are as hereinbefore defined; followed by reduction of the azido group to an amino group 
by conventional methods such as catalytic hydrogenation, or dissolving metal reduction. 

Processes for the preparation of compounds of fonmula ()CV) in which R^^ is fomnamido are disclosed in 
the U.K. patent 21 07307B. 

The present invention further provides a process for the preparation of a compound of formula (I) 
wherein R« is formamldo by reacting a compound of formula PCIX): 
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5 



10 




(XIX) 



wherein R^, R', R^. R^ R^ X. R^3 g^^j • gg hereinbefore defined and wherein any reactive groups may 
be protected; with a heavy metal ion such as mercury, silver, thallium, lead or copper and thereafter in situ 
with a nucleophilic derivative of formamide. This process is analogous to processes disclosed in European 
Patent Application No. 84300338.5 (Publication No. 0115405). 

Compounds of formula (XIX) may be prepared from compounds of formula (I) In which R« is hydrogen 
by processes such as those disclosed in UK Patent (3B-2107307B. 

Compounds of formula (I) in which R^ Is formamido may also be prepared by fonmylating a compound 
of formula pCX): 



30 



35 




I 

X 

I (XX) 
40 r9 



wherein R^. R', R«. R9, R*. X and ' are as hereinbefore defined and wherein any reactive groups may be 
protected. This process is analogous to processes disclosed in UK Patent Q6-2107307B. 

45 References to processes suitable for preparing compounds of formula (XIX) and formula (XX) have 
been discussed hereinabove with respect to formula (II) 

The present invention still further provides a process for the preparation of a compound of formula (I) 
wherein R^ is methoxy by reacting a compound of formula (XIX) with methyl alcohol in the presence of 
metal Ions such as silver, thallium or mercuric ions. This process is analogous to processes disclosed in UK 

50 Patent 1439898 and European Patent publications 0027010 and 0070103. 

The antibiotic compounds of the Invention are active against a wide range of Gram-negative and Gram- 
positive organisms including E.coll such as NCTC 10418. DC2 and DCO. Klebsiella pneumoniae T767 and 
Pseudomonas Spp . such as P.aeruginosa for example K 79961 and 10662. Compounds of formula (I) in 
which R^ Is not hydrogen exhibit improved iS-lactamase stability over those in which R^ Is hydrogen. 

55 The following Examples illustrate the preparation and biological activity of the compounds of the 
invention. 
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Example 1 



5 Sodium 6£4D-2I[4K3.4>Dihvdroxvben2vn-2.3<iioxopipera2in-1-ynca^^^ 
penicilianate 



TO (a) 1-(3.4-Diben2vlo)cvben2vl)-2,3<i!oxopiP8razine 

N-(3.4-Dibenzyloxyben2yl)ethyIenQdlamine (7.8g) and diethyl oxalate {5.84g) were refluxed in ethanol for 
4h. The solvent was removed under reduced pressure and the residue recrystallised from ethanol to give 
the title compound {5.0g; 60%). mp 194-195*0 (Found: C, 71.7; H. 5.8; N. 6.5. C2SH24N2O4 requires C. 
16 72.1; H, 5.8; N. 8.7%): w (KBr) 1704 and 1661cm-': (250MH2; CDCI3) 3.24 (4H. bs. N(CH2)2N). 4.54 
(2H, bs. NCH2Ar). 5.17 (4H. bs, 2 x CH2Ph), 6.73-7.47 (13H, m, Ar), 7.98 (1H. bs. exchangeable. NH) 
(Found: m/z 416.1737. M+ C2sH2*N20* requires 416.1736). 

20 (b) Sodium 6 jg'[D'2-[[4-(3>DibenzvlQxyben2viV2.3-dioxoplpera2in-1 -y ncarbonvlamlnol-2-Dhenvlacetamldol- 
penicilianate 

1-(3.4-Dibenzyloxybenzyl)-2,3-dioxopiperazine (416mg) was dissolved in dry dichloromethane (lOml) 
under Argon, cooled to 0-5' C and treated with trimethylsilyl chloride {240mg). After 15 min. triethyiamlne 

25 (1llmg) was added and the mixture was stirred at 0-5* C for 1.5h. The reaction mixture was treated with 
excess phosgene (liquid) and stin-ed at 0-5 'C for 15 min before being allowed to warm to ambient 
temperature over 0.5h. The reaction mixture was stirred at ambient temperature for 1h then evaporated to 
dryness under reduced pressure. The residue, j^max (CHCI3) 180Qcm-\ was suspended in acetone (10ml) 
and the suspension added, dropwise. to a solution of sodium 6i5-IO-2-amino-2-phenylacQtamido]- 

30 ' penicilianate (371 mg) in water (10ml) and acetone (10ml). The pH Qf the reaction was maintained between 7 
and 8 by addition of saturated aqueous sodium hydrogen carbonate when necessary. The reaction mixture 
was stirred at ambient temperature for 15 min after tiie addition was complete before it was diluted with 
ethyl acetate (75ml) and water (25ml). The phases were separated, the aqueous phase washed with ethyl 
acetate (50ml) and then acidified to pH 2 with 5M hydrochloric acid in the presence of ethyl acetate (50ml). 

35 The phases were separated, the aqueous phase further extracted witii ethyl acetate (25ml). the extracts 

* combined, washed with water at pH 2 (25ml). water (25ml). saturated brine (25ml). dried (MgSO*) and 
evaporated to dryness under reduced pressure to give the free acid (350mg; 44%) as a white powder. 

The free acid was dissolved In acetone (minimum) and treated with a 1.93M solution of sodium 2- 
ethylhexanoate in methyl Iso-butyl Icetone (227ul). Diethyl etiier (50ml) was added and the title compound 

40 collected by filtration, washed with diethyl etiier and dried under reduced pressure (324mg; 40%); f max - 
(KBr) 176tf. 1713. 1683. and 1604cm-'; 5h [250MHz; (003)280 + D2O] 1.38 and 1.51 (6H. 2s. 2-C(CH3)2). 
3.68-3.87 (4H, bm. N(CH2)2N), 3.90 (1H, s. 3-H). 4.38-4,57 (2H. m. NCH2Ar), 5.12 (4H. s. 2 x CH2Ph). 5.28 
(IH, d. J 4H2, 5-H). 5.41 (1H, d. J 4H2. 6-H). 5.73 (1H. bs. 2'-H), and 6.84-7.50 (18H, m, Ar); m/2 (F.A.B.) 
836 (MNa*. 8%). 461 (50), 439 (1(»), 420 (20). 257 (36). and 204 (22). 

46 

(c) Sodium 6g-[D-2-[r4-(3.4-Dihvdroxobenzvl)-2.3'dloxopiperazin-1-vncarbohyiamlnoV2-pheny iacetamidol- 

penicillanate 

so Sodium 6/3-[D-2-[[4-{3.4-diben2yloxyben2yl)-2,3-dioxopipera2jn-1-yl]carbonylaminol-2-phenylacetamido]- 
penicillanate (I80mg) was dissolved in water (20ml) and' hydrogenated at standard temperature and 
pressure over 10% palladium on carbon (I80mg) and palladium black (180mg). After 2.5h. the mixture was 
filtered through 'Celite'. The filtrate was washed with ethyl acetate (20ml) and acidified to pH 2 with 5M 
hydrochloric acid in the presence of etiiyl acetate (50ml). The phases were separated. Uie aqueous phase 

55 further extracted with etiiyl acetate (20ml), tiie extracts combined, washed with water and saturated brine, 
dried (MgSOi) and evaporated to dryness under reduced pressure to give the acid (92mg; 66%). 

The acid was dissolved in acetone (minimum) and treated with a 1.93M soiution of sodium 2- 
ethylhexanoate in metiiyl iso-butyl ketone. Diethyl ether (50ml) was added and the titie compound {87mg; 
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60%) collected by filtration, washed with diethyl ether and dried under reduced pressure, i^max (KBr) 1764, 
1712. 1676, and 1605cm-'; S» [250IVIH2: (CD3)2SO] 1.41 and 1.54 (6H. 2s. 2-C(CH3)2). 3.32-3.51 (4H. m. N- 
(CH2)2N). 3.83 (1H, s. 3-H). 4.41 (2H. bs, NCHaAr). 5.24 (1H, d. J 4H2. 5-H), 5.32-5.43 (1H, m. 6-H). 5.73 
(1H. d, J 7Hz. 2'-H), 6.50-6.70 {3H. m. CgHa), "7.24-7.50 (5H. m. C^Hs) 9.28 (1H, bd, J 5Hz, exchangeable, 
6i8-CONH). and 9,84 (1H, d. J 7H2. exchangeable. 2'-NH); m/z (F.A.B.) 656 (MNa*. 28%). 634 {MH+. 19). 
556 (15). 530 (8).- 420 (80). 398 (58). 394 (33). 302 (31). and 30? (100). 



Example 2 



10 



Sodium 6/3-[D-2[[4-(3.4-Dihydroxvben2yl)-2.3-dioxopiperazin-1-yi]carbonylaminol-2-phenylacetamidol*6erfor- 

mamidopenicillanate / 

IS 



(a) Benzyl 6j8-[D-2-[[4-(3.4-Diben2yloxyben2yl)-2.3-dloxopipera2ln'l*yllcarbonylaminol-2-phenyiacetamido]' 
6tt-methyithiopenicillanate 

20 

A solution of benzyl 6/3-[0*2-amino«2-phenytacetamidoHa*niethylthiopenicilianate (485mg) in 
tetrahydrofuran (10ml) containing triethylamine (lOlmg) was treated with a suspension of 4-(3,4-dibenzylox- 
ybenzyl)-2.3-dloxopipera2in-1-ylcarbonyl chloride in tetrahydrofuran (10ml) (prepared from 1-(3,4-diben- 
zyloxybenzyl)-2,3-diGxopiperazine (416mg) as described in Example 1). After 0.5h. the reaction mixture was 

25 diluted with ethyl acetate (50ml) and water (50ml) and the phases separated. The organic phase was 
washed with water (2 x 2Smi). saturated brine (25ml). dried (MgSO*) and evaporated to dryness under 
reduced pressure. The crude ester was purified by chromatography through silica (<230 mesh ASTM). 
eluting with 50% ethyl acetate In cyclohexane to give the title compound (650mg; 70%) as an off-white 
foam, vrwx (KBr) 1779. 1742. 1714. and 1683cm-\ 5h (250MHz; COCI3) 1.01 and 1.23 (6H. 2s, 2-C(CH3)2). 

30 2.29 (3H. s. SCH3). 3.00-3.30, 3.41-3.55, and 3.71-3.84 (4H, 3m. N(CH2)2N), 4.33 (1H, s, 3-H), 4.41 and 4.58 
(2H. ABq, J 12Hz. NCH2Ar), 5.10-5.25 (6H. m. 3 x CH2ph). 5.50 (1H. d. J 7Hz, 2'-H). 5.54 (1H. s. 5-H). 
6.66-6.89, 7.07-7.17, and 7.22-7.56 (24H, 3m. aromaticsltfid 6/5-CONH. exchangeable), 10.02 (1H. d, J 7Hz, 
exchangeable. 2'-NH); rn/z (RA.B.) 928 (MH+, 20%). 884 (13). 548 (20), 325 (20). 303 (78). 279 (4l"). 250 
(100). and 232 (27). 

35 

(b) Benzyl 6j8-[D-2-[[4-(3.4-Dibenzyloxybenzyi)-2,3-dioxopiperazln-1-yl]carbonylamlnol-2-phenvlacetamldol- 
6a-formamidopenicillanate 

40 Benzyl 6/9-(D-2-{[4-(3,4-dibenzyloxybenzyl)-2.3-dioxopiperazin-1-yl]carbonylamino]-2-phenylacetamidol- 
8a-methylthlopeniciilanate (400mg) in dry N.N-dimethylformamide (5ml) was treated with mercuric acetate 
(138mg) followed by ammonia In dry N.N-dimethylformamide (1.1 eq). After 15 mln, the reaction mixture 
was diluted with ethyl acetate (50mt) ancTfiltered through 'Celite*. The filtrate was washed with water (5 x 
25ml), saturated brine (25ml), dried (MgSOi) and evaporated to dryness under reduced pressure. The 

4S residue was dissolved in dry dichloromethane (20ml) under Argon and treated at ambient temperature with 
pyridine (341 mg) and acetic formic anhydride (190mg). After 3h. the reaction mixture was washed with 
water (20ml). saturated aqueous sodium hydrogen carbonate (20ml). water (20ml), saturated aqueous 
copper (II) sulphate (20mt). water (20ml) and saturated brine (20ml) before being dried (MgSO^) Evaporation 
to dryness under reduced pressure gave a foam, which was purified by chromatography trough silica (<230 

50 mesh ASTM), eluting with 20% cyclohexane in ethyl acetate (100ml), 10% cyclohexane in ethyl acetate 
(100ml). ethyl acetate (100ml) and finally 10% ethanol in ethyt acetate. The title compound was obtained as 
a foam (203mg. 51%). i^^ax (KBr) 1785. 1740. 1715. and 1687cm-^ 5h [250MH2; (CD3)2CO] 0.90 and 1.15 
(6H, 2s, 2-C(CH3)2). 3.35-3.54 and 3.73-3.90 (4H, 2m. N(CH2)2N). 4.39 (IN, s. 3-H), 4.48 and 4.68 (2H. ABq. 
J 14Hz. NCH2Ar). 5.11-5.28 (6H, m. 2 x 0CH2Ph and C02CH2Ph). 5.59 (1H. s. 5-H). 5.71 (1H. d. J 7H2. ^- 

56 H), 6.86-7.09 (3H, m. CsHs). 7.17-7.63 (20H. m. 4 x CrHs), 8.18 (1H, d, J IH2. CHO). 8.26"(1H. bs, 
exchangeable, NHCHO), 8.78 (1H, s, exchangeable, 6^-CONH), and 10.08 (1H7d, J 7Hz. exchangeable, 2'- 
NH); m/2 (FAB.)l42 (MNa*. 16%), 925 (MH*. 20). 303 (12). 250 (100). and 232 (10). 
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(c) Sodium 6i8'[D«2'[[4'(3.4>Dihvdroxvbenzvl)>2.3K!ioxopipera2in-1-yncarbonylaminol-2-phenvia 
q'formamidopenicillanate 

Benzyl 60-ID-2-[[4-(3.4KJibenzyloxybenzyI)-2,3KJioxopip8ra2in-1-yl]carbonylaml^ 
6a-formamidopenlclllanate (276mg) was dissolved In redlstiiled tetrahydrofuran (25ml) and hydrogenated at 
standard temperature and pressure for 2h over 10% palladium on carbon (276mg). Tine cataiyst was 
removed by filtration through Cetite, the filter bed washed with redistilled tetrahydrofuran (25ml) and the 
filtrate hydrogenated for a further 2.5h at standard temperature and pressure over a mixture of 10% 
palladium on carbon (280mg) and palladium black (280mg). The cataiyst was removed by filtration through 
Celite. th filter bed washed with redistilled tetrahydrofuran {25ml) and the filtrate. evaporated to dryness 
under reduced pressure to yield the free acid (ISOmg; 97%). This was dissolved in acetone (minimum) and 
the solution treated with 1.93M sodium 2-ethylhexanoate in methyl iso-butyl ketone (0.15ml). Diethyl ether 
was added (50ml) and the product collected by filtration, washed with diethyl ether and dried under reduced 
pressure (160mg: 79%), w (KBr) 1770. 1710, 1676. and ISOScm-^; 5h (250MHz; D2O) 0.84 and 1.23 (6H. 
2s. 2^(CH3)2). 3.49-3.61 and 3.83-3.96 (4H, 2m. N(CH2)2N), 4.13 (1H. s. 3-H). 4.54 (2H, bs. NCHaCsHa). 
5.44 (1H, s, 5-H). 5.56 (1H. s. 2'-H). 8.76 (1H. bd. J 8Hz. Ar 6-H). 6.84 (1H. bS. Ar 2-H). 6.88 (1H, d. J 8Hz. 
Ar 5-H). 7.36-7.54 (5H. m. CcHs), and 8.09 (1H. s. CHO): m/z (F.A.B.) 677 (MH^ 98%). 655 (62), 441 (100), 
and 413 (47). 



Example 3 



Sodium 6i8-[D-2-[[4-(3,4-Dihvdroxvbenzyl)-2,3<lioxopipera2in-1-vl]carbonvlaminol-2-phenvtecetamido]-eo^ 
methoxypeniclllanate 



(a) Benzyl 6i8-[D-2-[[4-(3.4-Oibenzyloxvbenzyl)-2,3-dioxopiperazin-1-yi]carbonylaminQl-2'phenylacetam 
Oa-methoxypeniclilanate 

Benzyl 6MD-2-[[4-(3,4<libenzyloxybenzyl)-2,3-dioxopiperazin-l-yl]carbonylaminoh2-phen 
6a-methyIthiopenicillanate (204mg) was suspended in methanol (20ml) and complete dissolution obtained 
by addition of tetrahydrofuran (minimum). The reaction was purged with Argon and treated with mercuric 
acetate (70mg). After 0.5h. the reaction mixture was filtered through Celite and evaporated to dryness under 
reduced pressure. The crude foam was purified by chromatography through silica (<230 mesh ASTM), 
eluting with 50% ethyl acetate in cyclohexane grading to ethyl acetate giving the title compound (177mg; 
88%). fmax (KBr) 1776. 1742. 1714. and 1685cm-^ «h t250MH2; (CD3)2CO] 0.95 and 1.20 (6H. 2s. 2-C- 
(CH3)2). 3.47 (3H. S. OCH3). 3.37-3.52 and 3.75-3.94 (4H. 2m. N(CH2)2N), 4.38 (1H. s. 3-H). 4.58 (2H. bs. 
NCH2C6H3). 5.09-5.27 (6H. m, 2 x OCHsPh and C02CH2Ph). 5.46 (1H. s, 5-H), 5.69 (1H. d. J 7H2. 2'-H). 
6.86^7.07 (3H, m, CsHa). 7.16-7.63 (201^ m. 4 x C€H5)r8.79 (1H. bs. exchangeable. 6/5-CONH). and 9.98 
(1H. d. J 7H2. exchangeable. ^-NH); m/z (F.A.B.) 912 {MH+. 10%). 576 (7), 548 (25). 518 (8). 458 (12). 303 
(81 ). 250 (100). 246 (22). and 235 (9). 

(b) Sodium 6HD-2-[[4-(3.4-Dlhvdroxvben2vl>'2.3-dioxopiperazin-1-yllcarbonylaminol-2-phenvlacetamldol-6 
tt-methoxypenlcil!anate 

Benzyl 6/S-(D-2-[[4-(3,4-dibenzyloxybenzyl)-2.3-dioxopipeca2ln-1-yl]carbonylamino>^^ 
6a-methoxypenicillanate (160mg) was dissolved In redistilled tetrahydrofuran (25ml) and hydrogenated at 
standard temperature and pressure over 10% palladium on carbon (160mg). After 2h. the catalyst was 
removed by filtration through Celite. the filter bed washed with redistilled tetrahydrofuran (25ml) and the 
filtrate evaporated to dryness under reduced pressure. The residue was redissolved In redistilled 
tetrahydrofuran (20ml) and sodium hydrogen carbonate (14.7mg) in water (5ml) added. This mixture was 
hydrogenated at standard temperature and pressure over a mixture of 10% palladium on carbon (lOOmg) 
and palladium black (lOOmg) for 3h. The cataiyst was removed by filtration through Celite. the filter bed 
washed with water (20ml) and the filtrate washed with ethyl acetate (25ml) before being acidified to pH 2 



20 



EP 0 293 532 A1 



with 5M hydrochloric acid In the presence of ethyl acetate (25ml). The phases were separated, the aqueous 
phase further extracted with ethyl acetate {25ml). the extracts combined, washed with water (25ml). water at 
pH 2 (25ml). water (25ml) and saturated brine (25ml) before being dried (MgSOi). Evaporation of the 
solvents under reduced pressure gave the acid (76.5mg; 70%), which was redissolved in acetone 
(minimum) and treated with 1.93M sodium 2-ethylhexanoate In methyl Iso-butyl ketone (6mi). Diethyl ether 
(50ml) was added and the title compound (91 mg; 78%) collected by filtration, washed with diethyl ether and 
dried under reduced pressure, vmax (KBr) 1763. 1712. 1683. and 1609cm-^; S» (250MHz; DaO) 0.81 and 
1.23 (6H. 2s. 2-C(CH3)2), 3,34-3.52 and 3.68-3.88 (4H. 4m. N(CH2)2N). 3.49 (3H, s. OCH3). 4.09 (IH, s, 3- 
H). 4.45 (2H. m. NCHaCeHa). 5.41 (IH. s. 5-H). 5.44 (IH. s. ^-H), 6.66-6.86 (3H. m. CeHg). and 7.30-7.47 
(5H. m. CsHs): m/z (f!a.B.) 686 (MNa*. 7%). 664 (MH*. 13), 428 (20). 391 (25). 282 (28). 279 (19), 259 (31). 
239 (100). 237 (55"). and 221 (16). 



Example 4 



Sodium 6/9^[D-2-[[4-(3,4-Dlhydroxyben2yl)-2,3-dloxop^pera2ln-1-yl]carbonylamino^2-(4-hyd^oxyphenyl)- 
acetamido]-6a-formamidopenicillanate 



(a) Benzyl 6j3-[D-2*(4'Benzyloxycarbonyloxyphenyl)-2-[r4-(3.4-dlben2yloxvbenzyl)-2.3-dioxopiperazin-1-yll- 
carbonylamino]acetamidol-ea-methylthiopenicillanate 

Benzyl 6i5-(D-2-(4-benzyloxycarbonyloxyphenyl)-2-(4-nitrobenzyloxycarbonylamino)acetanido]-6a- 
methylthiopenicillanate (814mg) was dissolved In tetrahydrofuran (minimum), the solution diluted to turbidity 
with water then clarified by addition of tetrahydrofuran. The pH of the solution was adjusted to 2 with 5M 
hydrochloric acid and zinc powder (1.6g) was added. The mixture was stlnred vigorously and the pH 
maintained at 2-3 by addition of more 5M hydrochloric acid when necessary. When deprotection was 
complete, the mixture was diluted with ethyl acetate (50ml) and filtered through Celite. The filter bed was 
washed with ethyl acetate (25ml) and the phases in the filtrate separated. The organic phase was washed 
with water (25ml) and saturated brine (25ml) before drying (MgSO^). Removal of the solvents gave crude 
benzyl 6i3-[0'2-amlno*2-(4^benzyloxycarbonyloxyphenyl)acetamido]-6ci-methylthiopenicillanate. This was 
purified by chromatography through silica (<230 mesh ASTM). eluting with chlorofomn then 10% methanol 
in chloroform, giving the amine as a foam (558mg; 88%). The amine was dissolved in tetrahydrofuran 
(10ml), triethylamine (lOlmg) added and this solution treated with a suspension of 4-(3.4-dibenzyloxyben- 
2yt)2.3-dloxoplperazin-1-ylcarbonyl chloride (fonmed from 1-(3,4-diben2yloxybenzyl)-2,3-dfOxopipera2ine 
(416mg) as described in Example 1). After 1h at room temperature, the reaction mixture was diluted with 
ethyl acetate (50ml) and water (20ml) and the phases separated. The organic phase was washed with water 
(25ml). saturated brine (25ml), dried (MgS04) and the solvents removed under reduced pressure. 
Chromatography through silica (<230 mesh ASTM). eluting with 50% ethyl acetate in cyclohexane, gave the 
title compound (471mg: 44%). u„^ (CHCI3) 1760. 1715. and 1885cm-': 5h [250MHz; (CD3)2C0] 1.01 and 
1.18 (6H, 2s. 2-C(CH3)2), 2.27 (3H, s. SCH3), 3.37-3.55 and 3.74-3.95 (4H. 2m, N(CH2)2N). 4.38 (IH. s. 3-H). 
4,57 (2H, bs. NCH2C6H3), 5.14-5.27 (8H. m. 4 x CHaPh). 5.45 (IH. s, 5-H). 5.74 (IH. d. J 7Hz. 2'-H). 6.95- 
7.68 (27H. m, Ar). 8.82 (IH, s, exchangeable. 6i5-CONH). and 10.07 (IH. d. J 7Hz. exchangeable. ^-NH); 
m/z (F.A.B.) 1 100 (MNa*. 10%). 859 (9), 505 (20), 482 (65). 460 (21), 434 (20) and 41 1 (100). 



(b) Benzyl 6/9-[D-2-(4-Benzyloxvcarbonyloxyphenyl)-2-[I4-(3.4-dibenzyloxybenzvl)-2.3-dioxopiperazin-1-vll- 
carbonvlamlnolacetamldol-6a-formamidopenicillanate 

Benzyl 8)S-{D-2-(4-benzyloxycarbonyloxyphenyl)-2-[[4-(3.4-dlbenzyloxybenzyl)-2,3-dloxopiperazin-1-yll- 
carbonylamino]acetamido]-6a-methylthlopenlciIlanate (470mg) was dissolved In dry N.N-dimethylformamide 
(5ml) and treated at ambient temperature with mercuric acetate (139mg) and then a 10% excess of 
ammonia In dry N,N-dimethylfonmamlde. After 15 min, the reaction mixture was diluted with ethyl acetate 
(50ml) and filtered through Celite. The filter bed was washed with ethyl acetate (25ml) and the filtrate 
washed with water (5 x 25ml). saturated brine (25mi). dried (MgSOi) and evaporated to dryness under 
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reduced pressure. The residue was redissolved in dry dlchloromethane (20mi), pyridine (345mg) and acetic 
formic anhydride {192mg) added and the mixture stinred at ambient temperature for 3h. The reaction 
mixture was washed with water {25ml). saturated aqueous sodium hydrogen carbonate {25m!). water (25ml), 
saturated aqueous copper (11) sulphate (25ml). water (25ml), saturated brine (25ml) and dried (MgSOi). 
Evaporation under reduced pressure then chromatography through silica (<230 mesh ASTM) eluting with 
chloroform then ethyl acetate, gave the title compound (SSOmg; 75%). I'max (KBr) 1781. 1761. 1710, and 
1687cm-»: 5h [250MHz; (CDajaCO] 0.94 and 1.19 (6H. 2s. 2-C{CH3)2). 3.33-3.55 and 3.71-3.94 (4H. 2m. N- 
(CH2)2N). 4.40 (1H. s. 3-H). 4.39 and 4.77 (2H, ABq. J 15Hz, NCHaCgHg). 5.13-5.31 {8H. m. 4 x CHaPh). 
5.60 (1H, s, 5-H). 5.77 (1H. d, J 7Hz. 2'-H). 8.87-7.72 (27H. m. Ar). 8.18 (1H. S. CHO). 8.28 (1H, bs, 
exchangeable. NHCHO). 8.90 (1h7s. exchangeable. 6/3-CONH). and 10.13 (1H. d, J 7H2. exchangeable. 2'- 
NH): m/2 (FAB.)1o75 (MH*. 44%). 323 (7). 303 (11), and 250 (100). 

(c) Sodium 6i3-[D-2-[[4-(3.4-Dihydroxvben2yl)-2,3-dloxopiperazin-1-vllcarbonylamino]'2-(4'h vdroxvphenvl)- 
acetamldol-6a-formamidopen!cillanate . 

Benzyl 6i8-[D-2-(4-benzyloxycarbonyloxyphenyl)-2-I[4- (3,4-dibenzyloxyben2yl)-2.3-dioxopiperazin-1-yll- 
carbonyiamino]acetamidoJ-6a-formam!dopenicillanate (350mg) in redistilled tetrahydrofuran (25ml) was hy- 
drogenated over 10% palladium on carbon {350mg) for 2h. Filtered through Celite. the filter-bed washed 
wtth redistilled tetrahydrofuran (10ml) and 10% palladium on carbon (350mg) and palladium black (350mg) 
added to the filtrate. The mixture was then hydrogenated at standard temperature and pressure for a further 
4h before the above process was repeated. When deprotectlon was complete (by HPLC) the catalyst was 
removed by filtration through Celite. the filter bed washed with redistilled tetrahydrofuran (10ml) and the 
filtrate evaporated to dryness under reduced pressure to give the free acid (200mg). This was redissolved In 
acetone (minimum) and treated with 1.93M sodium 2-ethylhexanoate in methyl iso-butyl ketone {0.15ml). 
Diethyl ether (50ml) was added and the sodium salt (130mg; 59%) collected by filtration, washed with 
diethyl ether (50mi) and dried under reduced pressure, w (KBr) 1772. 1715. 1683 and 1609cm-'; 5h - 
(250MHz; D2O) 0.80 and 1.27 (6H. 2s. 2-C(CH3)2). 3.30-3.48 and 3.68-3.90 (4H. 2m. N(CH2)2N). 4.11 (1H. s. 
3-H), 4.44 and 4.47 (2H. ABq. J ISHz. NCHaCeHa). 5.29 (1H. s. 5-H), 5.54 (1H. s, ^-H), 6.64-7.30 ^H, m. 
AT), and 8.06 (1H. s. CHO); m/z>AB.> 693 (MH+. 3%). 457 (6). 439 (6), 323 (5). 295 (7). 279 (10), 257 (5), 
237 (100), 232 (18).'217 (80), 215 (52), 214 (38). and 205 (11). 



Example 5 



Sodium e£-CD-2-(3.4-Diacetoxvphenvl)-2-ff4-(3.4-dihvdrDXvbenzyl)-2.3-dioxoplpera zln-1-vll^ 
acetamidol-6a-formamidopenicillanate 



(a) Benzyl 6i3-[D-2-(3.4-Diacetoxvphenvl)-2-[[4-(3.4-diben2vloxvbenzvl)-2.3-dioxop ipera2ln-1-yl]- 
carbonylamlnolacetamidol-6tt-methvlthlopenicillanate 

Benzyl 6/3-[0-2-(3.4-diacetoxyphenyl)-2-(4-nitrobenzyloxycarbonylamino)acetamido]-6o-methyl- 
thiopenlcillanate (780mg) was dissolved in tetrahydrofuran (20ml). Water was added to turbidity then 
tetrahydrofuran was added to obtain a clear solution. Zinc (1.6g) was added, the pH adjusted to 2 with 5M 
hydrochloric acid and the mixture stinred vigorously until deprotection was complete (by TLC). The pH was 
maintained between 2 and 3 by addition of 5M hydrochloric acid when necessary. When deprotection was 
complete, tfie reaction mixture was diluted with ettiyl acetate'- (50ml) and water (20ml) and filtered through 
Celite. The filter bed was washed with etiiyl acetate (20ml) and tiie phases in tiie filtrate separated. The 
organic phase was washed with water (2 x 25mi). saturated brine (25ml). dried (MgSO*) and evaporated to 
dryness under reduced pressure. Chromatography through silica (<230 mesh ASTM). eluting witii chlo- 
roform ttien 10% etitanol in chloroform, gave benzyl 6j5-tD-2-(3,4-diacetoxyphenyl)-2-aminoacetamido>6a- 
metiiylthlopeniclllanate as a white foam. This was redissolved in tetrahydrofuran (10ml), trlethylamine 
(101mg) added followed by a suspension of 4-(3,4-dibenzyloxybenzyl)-2.3-dioxopiperazin-1-ylcarbonyl chlo- 
ride (prepared as described in Example 1 from l-(3.4-dibenzyloxybenzyl)-2.3-dioxopiperazlne (416mg)). 
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After 0.5h. the mixture was diluted with ethyl acetate (50ml) and water (25ml) and the phases separated. 
The organic phase was washed with water (25ml), saturated brine (25ml), dried (mgSOi) and evaporated to 
dryness under reduced pressure Chromatography through silica (<230 mesh ASTM). eluting with 50% ethyl 
acetate in cyclohexane, gave the title compound (480mg; 47%) as a white foam, p^ax (KBr) 1774, 1750 sh, 
1713 and 1687cm-^ 5h [250MHz: (CD3)2CO] 1.07 and 1.24 (6H. 2s, 2'C(CH3)2). 2.14. 2.16 and 2.18 (9H. 
3s. 2 X CH3CO2 and SCHa). 3.38-3.56 and 3.74-3.95 (4H. 2m, N(CH2)2N). 3.58 (2H. bs. NCH2Ar). 4.39 (1H, 
s. 3-H). 5.15-5,21 (6H. m, 3 x CHzPh). 5.44 (1H, 3. 5-H), 5.75 (1H. d.J 7Hz, 2'-H), 6.87-7,51 (21 H, m. Ar], 
8.88 (1H. s. exchangeable, 6i8-CC5NH). 10.08 (1H. d. J 7Hz, exchangeable, 2'-NH); mi;z (F.A.B.) 1066 (MNa . 
32%). 872 (12), 650 (100). 602 (14), 482 (14), 461 (23"), 439 (35). 434 (9) and 411 (24). 



(b) Benzyl 6j^[D-2-{3,4>DiacetoxvphenyB-2-{[4-(3.4-dibenzyloxybenzvl)-2,3-dloxopiperazin-1-yl> 
carbonylamlno]acetamido^6a-formamidopen^cillanate 

Benzyl 6/3-[D-2-(3,4-diacetoxyphenyl)-2-{[4-(3,4-dibenzyIoxybenzyl)-2.3-dioxoplpera2in-1-yl]- 
carbonylamlno] acetamido]-6a-methylthiopenicillanate (480mg) was dissolved In dry N,N-dimethylformamide 
(5ml) and treated with mercuric acetate {147mg) then a 10% excess of ammonia in*dry N.N-dimethylffor- 
mamide. After 15 min. the reaction mixture was diluted with ethyl acetate (SOml) and filtered through Celite. 
The filter bed was washed with ethyl acetate (25ml) and the filtrate washed with water (5 x 25ml), saturated 
brine (25ml). dried (MgSO^) and evaporated to dryness under reduced pressure. The residue was dissolved 
in dry dichloromethane (20ml) and treated with pyridine (364mg) then acetic formic anhydride (202mg), 
After 3h, the reaction mixture was washed with water (20mi). saturated aqueous sodium hydrogen carbonate 
(20ml). water (20ml). saturated copper (II) sulphate (20ml), water (20ml) and saturated brine (20ml) before 
drying (MgSO^) and evaporation to dryness under reduced pressure. Chromatography through silica (<230 
mesh ASTM), eluting with chloroform then 80% ethyl acetate In cyctohexane grading to ethyl acetate, gave 
the title compound (276mg; 58%) as a foam. P^ax (KBr) 1776, 1745. 1715. and I688cm-^ S» [250MHz; 
(CD3)2C0] 0.98 and 1.23 (6H, 2s. 2-C(CH3)2). 2.24 and 2.25 (6H. 2s. 2 x CH3CO2). 3.35-3.56 and 3.72-3.95 
(4H. 2m. N(CH2)2N), 4.40 (1H, s, 3-H). 4.44 and 4,64 (2H. ABq, J 15Hz, NCH2C6H3). 5.11-5.24 (6H. m. 3 x 
CH2Ph), 5.59 (IH. s. 5-H). 6.76 (1H, d. J 7Hz, 2'-H), 6.86-7.58 (21 H, m, ArJ,1.17 (1H..d, J 1Hz, CHO), 8.28 
(1H. bs, exchangeable, NHCHO), 8.93 (IH. bs. exchangeable, 6/5-CONH). and 10.12 (IH. d. J 7H2. 
exchangeable. 2'-NH); rn/z (FAB.) 1041 (MH*. 7%), 303 (13). and 250 (100). 



(c) Sodium 6i9-[D-2-(3.4-Diacetoxyphenyl)-2-[[4'(3,4'dlhydroxyben2yl)-2.3«dloxoplpera2ln-1-yl]- 
carbonylaminolacetamidol-6a-formamldopenlcHlanate 

Benzyl 6i8-[D-2-(3,4-dlacetoxyphenyl)-2-[[4-(3,4-dlbenzyloxybenzyl)-2.3-dioxopiperazin-1-yl]- 
carbonylamlno] acetamldoh6a-formamldopenlclllanate (250mg) in redistilled tetrahydrofuran (20ml) was 
hydrogenated at standard temperature and pressure over 10% palladium on carbon (250mg) for 1.5h. The 
reaction mixture was filtered through Celite and the filter bed washed with redistilled tetrahydrofuran (20ml). 
The filtrate was hydrogenated at standard temperature and pressure for 4h over 10% palladium on carbon 
(200mg) and palladium black (200mg). The catalyst was removed by filtration through Celite. washed with 
redistilled tetrahydrofuran (20ml) and the filtrate evaporated to dryness under reduced pressure to give the 
acid (185mg; 100%). The free acid was redissolved In acetone (minimum) and treated with 1.93M sodium 
2-ethylhexanoate in methyl iso-butyl ketone (0.10ml). Diethyl ether (100ml) was added and the title 
compound (I49mg; 78%) collected by filtration, washed with dietyl ether and dried under reduced pressure, 
fmax (KBr) 1770, 1715, 1680. and 1608cm-^ 5h (250MHz; D2O) 0.84 and 1.23 (6H. 2s. 2-C(CH3)2). 2.25 and 
2.28 (8H, 2s. 2 x CH3CO2), 3.24-3.52 and 3.61-3.85 (4H, 2m, N(CH2)2N), 4.14 (IH. s. 3-H). 4.40 and 4.48 
(2H, ABq. J 15Hz. NCH2C6H3). 5.42 (IH. s, 5-H), 5.57 (IH. s, 2'-H), 6,68^.83 (3H. m. C6H3(OH)2). 7.15-7.42 
(3H, m. C6H3(OAc)2), and 8.07 (IH. s. CHO): m/z (F.A.B.) 793 (MH*. 7%). 579 (7). 557 (48), 259 (28), 206 
(28). 160 (60), 131 (100), 123 (80), and 115 (76). " 



Example 6 
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Sodium 6g-[D'2-[[4'(4.5"Dihydroxvpvridin-2*ylmethvi)-2.3-dioxopipera2in-1-vi^^^ 
ph9nylacetamido]-6a-formamidopenicillanate 



fa M,5-Diben2vloxv«2-hydrQxym9thy!pyfidin9 

A mixture of 5-ben2yloxy-4-hydroxy-2-hydroxymethylpyridme (2.31 g), benzyl chloride (1.27mi. 1.1 eq) 
and potassium carbonate (2.76g. 2 eq) in OtAf (50ml) was heated at 50'C for 18h. The reaction mixture 
was poured Into water (100ml) and extracted with dichloro methane. After washing with brine, the combined 
extracts were dried (MgSO^) and evaporated to dryness. The residue was triturated with dichloromethane 
and the crystalline 1-benzyl-5-benzyioxy-2-hydroxymethyIpyrid-4-one filtered off (0.81 g, 25%) m.p. 143-4 C 
(Found: C. 74.5: H. 6.0: N. 4.3. CaoHiaNOa requires C. 74.7: H. 6.0: N. 4,4%), v^ex (KBr) 3166, 1628. 1563^ 
1524, 1494. 1479. and 1450cm"^ 5h (CDCI3-CD3OO) 4.33 (2H, s. CH2OH). 5.00 and 5.08 (4H. 2s, PhCHaO 
and PhCHaN). 6.40 (1H, s. 3-H), and 6.9-7.3 (11H, m, 2 x CgHs and 6-H), 

The mother liquor was chromatographed on silica (25g) eluting with 0 to 6% methanol In dich- 
loromethane to give the desired product (1.83g. 57%) m.p. 84-5 *C (Found: C, 74.5; H, 5.9; N, 4.3. 
C20H19NO3 requires C. 74.7; H. 6.0: N. 4.4%). .^ax (KBr) 2400-3400 (broad), 1594. 1566. 1508. T498. and 
1452cm-^ 6h (CDCI3) 4.55 (2H, s. CHaOH), 5.08 (4H. s. 2 x PhCHaO). 6.88 (1H. s. 3-H). 7.32 (10H, m. 2 x 
CcHs). and 7.98 (1H.S.6-H). 



(b) N-(4.5-Diben2vloxvpyridin-2-vimethvi)pipera2ine-2.3-dlone 

Thionyl chloride (4.5ml. 10 eq) was added to a solution of 4,5-dibenzyloxy-2-hydroxymethy!pyridine 
(1.0g) in dichloromethane (50ml). The solution was refluxed for Ih then cooled and evaporated to dryness to 
give 4,5-dibenzyioxy-2-chloromethylpyridine hydrochloride (I.ISg. 100%); i^^ax (CHaCb) 2250, 1960. 1867, 
1608. 1542. 1482. and 1450cm-'; (CDCIs) 5.03 and 5.16 (4H, 2s, 2 x PhCHa), 5.42 (2H, s. CH2CI). 7.35 
(10H. m, 2 X CsHs), 7.62 (IH, s, 3-H), and 8.11 (IH. s. 6-H). The hydrochloride. (1.1 5g) was redissolved in 
dichloromethane (lOOml) and treated with ethylene diamine (30ml). After refluxing for 2.5h the reaction 
mixture was treated with sodium hydroxide (0.4g) In water (20ml). The organic layer was separated, washed 
with brine and dried (MgSOi) then evaporated to dryness (1.05g. 93%), Sh (COCI3) 2.42 {4H. m. NCHaCHa), 
2.70 (3H. br. NH and NH2). 3.74 (2H, s. CH2NH). 5.15 (4H. 2s. 2 x PhCHa), 6.88 (IH. s. 3-H). 7.35 (10H. m. 
2 X CsHs). and 8.03 (IH, s. 6-H). Diethyl oxalate (0.8ml, 1.5 eq) was added to a solution of ethylene 
diamine derivative (I.OSg) in ethanol (20ml) and the mixture heated at 80* C for 5h. After cooling the 
product was filtered off and washed with diethyl ether to give the title compound (0.69g. 57%) m.p. 229- 
230' C (Found: C. 68.4; H. 5.6; N, 9,9. C2iH23N304 requires C, 69.0: H, 5.6; N, 10.1%), w (nujol) 3205. 
1709. 1680, and 1662cm-M 5„ [(CDsjaSO] 3.29 and 3.45 (4H. 2m. NCH2CH2N), 4.56 (2H. s. NCHa), 5.16 
and 5.23 (4H. 2s. 2 x PhCH2), 7.05 (1H. s. 3-H). 7.3-7.5 (10H. m. 2 x CsHs), 8.15 (IH. s, 6-H). and 8.0 (IH, 
br, NH); m/z 417 (M*. 3%). 326 (13). 305 (3). 237 (4). 199 (3) and 91 (100). 



(c) N-[4.5-Dibenzvloxypyridin-2-ylmethyl]-2.3-dioxopiperazine N^-carbonyl chloride hydrochloride 

Trimethylsilylchloride (0,56ml. 4.4 eq) was added to a suspension of N-(4,5-dibenzyloxypyridin-2- 
ylmethyl)-plperazlne-2.3-dione (0.41 7g) in dichloromethane (20mi). After stirring for 0.25h triethylamine 
(0.31ml. 2.2 eq) was added and the reaction stirred for a further 1.5h. The solution was treated dropwise 
with condensed phosgene (excess) for 10 min. and stirred for 1h. The precipitated product was filtered off. 
washed with dichloromethane and dried to yield (0.408g. 79%) m.p. >250'C. i^max (nujol) 2500 (broad). 
1960. 1795. 1711,1688. 1615 and 1438cm-' ^ . 

(d) Benzyl 6j3'[D-2-[[4-(4.5-Dibenzyloxypyridln-2-vlmethvi)-2.3-dioxopiperazin-1'yllcarbonylaminol-2- 

phenylacetamido]'6a"methylthiopenicillanat9 

N-[4.5-Oibenzyloxypyridin-2-ylmethyl]-2,3-dioxoplperazine N'-carbonyl chloride hydrochloride (0.258g) 
was added to a suspension of benzyl 6iJ-(0-2-amino-2-phenylacetamido)-6a-methylthiopenlciilanate (0.292g) 
and triethylamine (0.104ml) in THF (25ml). After stirring at room temperature for Ih, the reaction mixture 
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was filtered and the filtrate diluted with ethyl acetate. The solution was washed with brine, dried (MgSO^) 
and evaporated to an oil which was chromatographed on silica (5g), eluting with 0 to 6% methanol in 
dichioromethane. Pure fractions were combined-ahd evaporated to yield a colourless oil (0.4g, 86%). i^max * 
(CH2CI2) 3400. 3300. 1782. 1748. 1718. 1693. 1589. 1510. and 14g8cm-': Sh (COCI3) 0.93 and 1.20 (6H. 2s. 
5 2-CMe2). 2.22 (3H. s, SCH3). 3.47 and 3.73 (4H. 2m. NCH2CH2N). 4.20 (1H. s, 3-H). 4.50 (2H. brs, NCH2). 
5.06. 5.07. and 5.10 (BH, 3s. 3 x PhCHz), 5.42 {1H, s. 5-H), 5.60 (1H. d. PhCH). 6.78 (1H. s. pyridyl 3-H). 
7.24 (^eH, m. 3 X CgHs + NHCO). 7.90 (1H, s. pyridyl 6-H), and 9.91 (1H. d. NHCO); m/z (FAB.) 951 
(MNa . 73%). 929 (MH*. 6), 879 (7). 534 (78), 462 (55). and 440 (100).. 

10 

(e) Benzyl 6i8-[D-2-[[4-(4.5«Dibenzvloxvpvridln"2'ylmethyl)*2,3-dloxopiperazin-1-yllcarbonvlamino]'2" 
phenvlacetamldQ]-6tt'formamidQpeniclllanate 

A solution of benzyl 6i8-{D-2-[[4-(4,5-dibenzyloxypyridin-2-ylmethyl)-2,3-dloxopiperazin-1 -yl]- 
is carbonylamino]-2-phenylac0tamido]-6a-methylthiopenicillanate (0.4g) in DMF (15ml) at 0*C under argon... 
was treated with mercuric acetate (0.1 51 g, 1.1 eq) followed by ammonia (0.01 1g. 1.1. eq) in OMF (0.5ml). 
The reaction was allowed to warm to room temperature over 1h then diluted with ethyl acetate (80ml), 
filtered and the filtrate washed with water (4 x 20ml) and brine before drying (MgSO*) and evaporating to 
dryness. A solution of this 6a-amino derivative in dichioromethane (20ml) at 0* C was treated with pyridine 
20 (0.35mi, 10 eq) followed by acetic formic anydride (0.1 9g. 5 eq). The reaction was stinred at 0*C for 0.5h. 
room temperature for 1h and then diluted with dichioromethane. The solution was washed with 0.5M 
hydrochloric acid, dilute aqueous sodium hydrogen carbonate and then dried (MgSOi). The solvent was 
removed under reduced pressure and the residual oil was chromatographed on silica (6g) eluting with 0 to 
6% methanol in dichioromethane to give the title compound (0.25gf 63%). 

(CH2CI2) 3400. 3296, 1785, 

25 1744. 1718, 1692. 1588. 1509. 1461, and 1455cm-^; (CDCta) 0.90 and 1.18 (6H. 2s, 2-CMe2), 3.4-4.0 
(4H. m. NCHaCHaN). 4.40 (1H. s. 3-H), 4.65 (2H, m, NCH2). 5.15 (6H. m. 3 x PhCHa). 5.50 (1H, d. PhCH), 
5.56 (1H, s, 5-H), 7.04 (1H. s. pyridyl 3-H), 7.15-7.55 (15H, m, 3 x CsHs). 5.71 and 7.83 (2H. 2brs. 2 x 
CONH). 8.03 and 8.12 (2H. 2s. NHCHO and pyridyl 6-H). and 10.05 (1H. d, PhCHNH); m/z (F.AB.) 948 
(MNa\ 29%). 531 (100). 462 (82). and'"440i (90). . 

30 • . . 

(0 Sodium 6i8-[D-2-[[4-(4,5-Dihydroxypyrdin-2-ylmethyl)-2,3-dioxopiperazin-1-yl]carbonylaminol-2- 
phenvlacetamtdo]-6a-formamldopenic}llanate 

36 Benzyl 6iS-[D-2-[[4-(4,5-dibenzyloxypyridin-2-ylmethyl)-2.3-dioxopiperazin-1-yl]carbonylamino]-2- 
phenylacetamido]-6a-formamidopeniclllanate (0.125g) in THF (20ml) with 10% palladium on charcoal 
(0.1 25g) and palladium black (0.1 25g) was shaken in an atmosphere of hydrogen for 6h. The catalysts were 
filtered off through Celite and the residues washed with 50% methanol in THF. The filtrate and washings 
were evaporated to dryness (0.055g) and the residue redlssolved in 50% methanol in THF (20ml). The 

40 solution was treated with 0.084M sodium hydrogen carbonate (1ml. 1 eq). After diluting the solution with 
water (20ml), the organic solvent was removed under reduced pressure and tee aqueous fraction freeze- 
dried to give the title compound (0.055g. 60%), i^max (KBr) 3281. 1770. 1882. 1606. 1508. and 1395cm-*^ 5h 
(OaO) 0.84 and 1.25 (6H, 2s, 2-CMe2), 3.69 and 4.01 (4H. 2m. NCH2CH2N). 4.17 (1H. s. 3-H). 4.66 (2H. s. 
NCH2). 5.47 (1H, s, 5-H), 5.56 (1H. s, PhCH). 8.53 (1H. s. pyridyl 3-H). 7.37-7.60 (5H, m. CgHs). and 8.11 

45 (1H, s, NHCHO); m/z (F.A.B.) 678 (MH*, 14%). 656 (12). 490 (6). and 237 (100). 



Example 7 

50 

Sodium 6i3-[D-2-[[4-(3,4-dlhydroxybenzyl)-2.3-dioxopiperazin-1-yl1carbonvlamlnol-2-phenylacetamidol'6a- 
(hydroxymethyl)peniciilanate 

55 
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(a) D-2'r[4'(3.4-Diben2yloxyben2yi^2.3-dioxopip9razin'1 'yl)carbonylaminol«2-phenylac8t!c acid 

D-Phenylglycine (0.1 51 g; 1.0 mmol) was suspended in 1.1.1.3,3.3-h0xamethyldisjla2ane (5ml) with 
chlorotrimethylsilane (0.1ml) and was heated at reflux under argon for lh. after which time complete solution 

5 was attained. Excess reagent was removed by evaporation under reduced pressure and the residue was 
dissolved in dry tetrahydrofuran (10ml). The solution was stinred at 0*C and was treated with a filtered" 
solution of t4-(3.4-dibenzyloxybenzyl)-2,3-dioxopipera2in-1-yl] carbonyl chloride in dry tetrahydrofuran 
(lOml) (prepared from 1-(3,4-diben2yloxybenzyl)-2,3<Jioxopiperazine (0.41 6mg; LOmmol) as described In 
Example 1]. The mixture was allowed to warm to room temperature and stinring was continued for 18h. After 

10 this time the reaction mixture was evaporated to dryness under reduced pressure. The residue was 
dissolved in ethyl acetate and was washed with dilute hydrochloric acid (2 x 25ml) and saturated brine 
(25mlV before being dried (MgSO*). Evaporation to dryness under reduced pressure gave the title 
compound as a white foam (0.393g. 66%); vmwc (KBr) 3289. 3032. 1740 (sh), 1715. 1688. and ISIOcm'^ Sh 
[250MH2; (CDajaCO] 3.45 (2H, m, piperazine CHa). 3.89 (2H. m. piperazine CHa). 4.58 (2H, s. NCHaArK 

IS 5.16 and 5.17 (4H. 2s. 2 x.OCHaPh). 5.51 (1H. d. J 7Hz. NHCHPh), 6.90 (1H. dd, J 8Hz and 2Hz, Ar 6-H). 
• 7.04 (2H. m, Ar-H). 7.16-7.67 (15H, m, 3 x CeHs) and 9.97 (if?, d. J 7Hz. CONHCH); m/z (positive xenon 
' FAB.; 3-nitrobenzylalcohoi • NaOAc) MNa^ 616? 

20 b) Benzyl 6/3-[D-24[4-(3.4^ibenzvloxybenzyl)-2.3Kiioxoplperazin'1-vllcarbonvlamino>2-phenyl^^ 
6a-(hvdroxymethyl)peniciilanate 

D-2-[[4-(3.4-Dibenzyloxyben2yl)-2.3-dioxoplperazin-1-yl]carbonylaminol-2-phenylacetic acid (0.297g; 
O.Smmol) in dichloromethane (10ml) containing N.N-dlmethylformamlde (1 drop) was converted to the add 

25 chloride by treatment with oxalyl chloride (0.08ml; Immol). After stirring at room temperature for 1.5h the 
solution was evaporated to dryness under reduced pressure, treated with dichloromethane, and re- 
evaporated. The residue [pniax (CH2CI2) 1800cm-il was dissolved in dichloromethane {10ml) and added 
dropwise to a solution of benzyl 6i3-amino-6a-(hydroxy methyl)penicillanate (0.1 68g; 0.5mmol) and pyridine 
(0.06ml; 0.75mmol) in dichloromthane (10ml) at 0*C. The reaction mixture was stirred at 0-5* C for 0.5h. 

30 followed by 2h at room temperature before being evaporated to dryness under reduced pressure. The 
residue was dissolved in ethyl acetate and was washed with dilute hydrochloric add (3 x 20ml), dilute 
aqueous sodium hydrogen carbonate (3 x 20ml) and saturated brine (20ml) before being dried (MgSO*). 
and evaporated to dryness under reduced pressure to yield the crude product. Chromatography on silica 
gel 60 (<230 mesh ASTM) with ethyl acetate/hexane 4:1 as eluant gave the titje compound as a white foam 

35 (0.049g; 11%); fmax {CH2CI2) 3280. 1780. 1750. 1720. 1695. and 1510 cm"'; M250MHZ, CDCI3) 1,07 and 
1.21 (6H. 2s, 2-C(CH3)2). 3.01-3.30 (2H. m. piperazine CH2). 3.49 (1H. m. piperazine CH), 3.65 (1H, m, 
piperazine CH), 4.02 (1H. m. exch. on D2O, CH2OH), 4.08-4.37 (2H, m. ABq on D2O J 12Hz, CH2OH), 4.38 
(1H, s, 3-H), 4.45 and 4.54 (2H, ABq, J 14Hz. NChfeAr), 5.06-5.22 (6H. m, 2 x OCHaPh. C02CH2Ph). 5.41 
(1H. d, J 6Hz. NHCHPh). 5.48 (1H. s. 5-H). 6.69 (Ui. d. J 2H2. Ar-H), 6.74 (1H. dd, J 8Hz and 1Hz, Ar-H), 

40 6.84 (1H. d, J 8Hz, Ar-H). 7.00-7.59 (20H. m. 4 x CsHI), 7.62 (1H^ s, NHCO) and 9.96 (1H. d. J 6Hz, 
NHCH); m/z (positive xenon F.A.B.; 3-nltrobenzyl-atcohol-NaOAc) MNa* 935. 

(c) Sodium 6j8-[D-2-[[4-(3,4-dihydroxvben2vl)-2,3-dioxopiperazin-1-vllcarbonvlamlnol-2-phenvlacetami^^ 
46 a-(hydroxymethyl)penicillanate 

Benzyl 6j3-{D-2-t[4-(3,4-dlbenzyloxybenzyi)-2.3-dioxopiperazin-1-yl]carbonylamlnoh2-phenylacetamido]- 
6a-(hydroxymethyl)penicillanate (0.037g; 0.05mmol) was dissolved in dry tetrahydrofuran (10ml) and 
hydrogenolysed at room temperature and pressure for 3h over 10% palladium on carbon (0.1 30g). The 

so catalyst was removed by filtration through "Celite" and the filtrate was evaporated to dryness under 
reduced pressure. The residue was suspended in water and the pH was adjusted to 6.5 with dilute aqueous 
sodium hydrogen carbonate. The resultant aqueous solution was washed with ethyl acetate and freeze dried 
to yield the title compound as a white solid (0.01 4g. 42%); v^b^ (KBr) 3301, 1763. 1714, 1676. 1605. and 
1509cm-^ 5h (250MHz. D2O) 1.06 and 1.33 (6H. 2s. 2-C(CH3)2). 2.79 (2H. m. piperazine CH2). 3.83-4.02 

55 (2H. m. piperazine CH2), 4.01 and 4.13 (2H. ABq. J 12Hz. CH20H). 4.16 (1H. s, 3-H). 4.57 (2H. s, NCH2Ar). 
5.48 and 5.49 (2H, 2s, 5-H and NHCH), 6.76 (IH. dd, J 8H2and 2H2, Ar 6-H), 6.85 (1H. d, J 2Hz, Ar 1-H). 
6.89 (IH. d, J 8Hz. Ar 5-H) and 7.39-7.62 (5H, m, CcHsT; m/z (positive xenon FAB.; thioglycerol) MH* 684. 
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Example 8 



5 Sodium 7i8-[D-2K[4-(3,4-Diacetoxyben2vlV2«3<lioxopipera2in-1-yllcarbonvlaminol-2-phenvlacetOT 
formamido-3-[(1.3.4*thiadiazol-2-yl)thlomethvilceph-3-em-4-carboxylate 



10 (a) 1-(3.4-0ihydroxybenzylV2t3*dioxopipefazin8 

1-(3,4-Oib6nzyloxyb6nzyl)-2,3-dloxopip6razine (Example la) (I.Og) was dissolved in a mixture of metlia- 
nol (50ml) and tetrahydrofuran (50ml) and hydrdgenated at standard temperature and pressure over 10% 
palladium on carbon (l.Og). The catalyst was removed by filtration through 'Celite*, the filter bed washed 
IS with methanol and tetrahydrofuran (1:1. 2 x 25ml) and the filtrate evaporated to dryness under reduced 
pressure. The resulting foann was triturated under diethyl ether and the resulting, white solid (467mg; 82%) 
collected by filtration. m.p. 248* C (dec); vms^ (KBr) 3480, 3271, 1707, 1678 and 1653cm-^; 5h (90MHz: 
(CD3)2SO + O2O] 3.34 (4H, s. N(CH2)2N). 4.60 (2H. s. NCHaAr), 6.46-6.79 (3H, m, Ar) (Found: m/z 
236,0788. M*. Ci 1 Ht 2N204 requires 236.0796), 



(b) 1"(3,4'Diacetoxybenzyl)'2.3'dloxopiperazine 

1 -(3.4-Oihydroxybenzyl)-2,3'dioxopiperazine (740mg) was suspended in dry dichlorometane (20mi) and 
25 treated with pyridine (2 drops). 4-(N,N-dlmethylamino)pyridine (2mg) and acetic anhydride (704mg). After 

18h, the reaction mixture was concentrated to low volume under reduced pressure. Ethanol was added and 

a white solid collected by filtration, washed with a little ethanol and diethyl ether to give the product (838mg; 

84%), m.p. 148-149*0 (Found: C. 56.21; H, 5.09: N. 8.73. CisHisNaOe requires C, 56.25; H. 5.00: N. 

8,.75%); Pmax (KBr) 3241. 1769, 1700. 1670. 1502. 1424, 1368. 1260. 1210. 1183 and 1112cm-': Sh - 
30 [250MHz: (003)2801 2.27 (6H, s. 2 x CH3CO2), 3.30-3,41 and 3.41-3.53 (4H, 2m, N(CH2)2N). 4.60 (2H, s. 

CHaAr). 7.16-7.29 (3H. m, Ar). 8.60' (1H, bs, exchangeable. NH) (Found: m/z 320.1018. M*. C1SH1SN2O6 

requires 320.1007). 



35 (c) D-2-[[4-[3.4-Diacetoxybenzvl)'2.3-dioxopipera2in-1-yl]carbonylamino]-2-phenytacetic acid 

1-(3,4-Diacetoxybenzyl)-2.3-dloxopiperazine (481 mg) in dry dichloromethane (20mi) was treated at room 
temperature under argon with chlorotrimethylsilane (326mg) and, after a further 15 minutes, with 
triethylamine (152mg). After 1.5h. excess phosgene was condensed into the reaction mixture and the 
40 mixture stinred for a further 2.5h. Evaporation to dryness under reduced pressure gave a mixture of 
triethylammonium chloride and 4-(3,4-dlacetoxybenzyl)-2,3-dioxopiperazin-1-yi carbonyl chloride [pmax - 
(OH2012) 1790, 1720 and 1690cm'M* The mixture was suspended in dry tetrahydrofuran (10ml) and used in 
the next stage. 

D-phenylglycine (227mg) was suspended In a mixture of N.N-hexamethyldlsilazane (10ml) and 
45 chlorotrimethylsilane (1ml) and the mixture refluxed until a clear solution was obtained. Evaporation to 
dryness under reduced pressure gave an oily residue, which was suspended in dry tetrahydrofuran (10ml). 
This suspension was treated at room temperature with ttie carbonyl chloride suspension and the mixture 
stirred 1h. Etiiyl acetate (50mi) and water (20ml) were added, the mixture vigorously agitated and acidified 
to pH 2 with 5M hydrochloric acid. After 15 min. the phases were separated, tiie aqueous phase furtiier 
so extracted witii ethyl acetate (20ml), the organic extracts combined, washed witii water at pH 2 (20mi). water 
(20ml), saturated brine (20ml). dried (MgSO^) and evaporated to dryness under reduced pressure to give 
the titie compound (387mg: 52%) as a foam; vmax (CH2CI2) 1765, 1715. 1685. 1203 and 1180cm""^ 6» - 
(6OMH2: CDOI3) 2.20 (6H. s. 2 X CH3CO2), 3.10-3.50 and 3.60-3.90 (4H. 2m, N(CH2)2N). 4.50 (2H, bs, 
N0H2Ar), 5.35 (1H. d. J 7Hz. 2-H). 7.00-7.45 (8H, m, aromatics) 7.92 (1H. bs. exchangeable, CO2H). 9.73 
55 (1H. d, J 7Hz. exchangeable, NH); m/z (F.A.B.) 498 (MH*. 20%). 454 (34), 321 (34), 165 (53) and 123 (100). 



27 



EP 0 293 532 A1 



(d) Benzhydryi 7i8'ID-2-[[4-(3>Diacetoxybenzvl)-2,3-dioxopiperazin-1-vllcarbonyiamino]-2- 
ph9nylacetamfdo]-7cr-formamido-3-[(1.3.4-miadia20l-2«vmhiomet^ 

Benzhydryl 7)3-amlno-7a-formamldo-3-{(1.3,4-thiadla2ol- 2-yl)thlomethyl]ceph-3-em-4-carboxylate 
(217mg) and N,N'-dicyclohexylcarbodiimide (91 mg) were dissolved in minimum tetrahydrofuran and the 
resulting solutiolTtreated dropwise at ambient temperature with a solution of D-2-{t4-(3,4-diacetoxyben2yl)- 
2,3-dioxoplperazin-1-yl]carbonylaminoh2-phenylacetlc acid (200mg) in tetrahydrofuran (minimum). After 
60h, the reaction mixture was diluted with ethyl acetate (50ml) filtered and washed with water (25ml), 
saturated aqueous sodium hydrogen carbonate (25ml), water (25ml). saturated brine (25ml). dried (MgSO*) 
and evaporated to dryness under reduced pressure. Careful chromatography through silica (<230 mesh 
ASTM), eluting with 80% ethyl acetate in cyclohexane (200ml) then 90% ethyl acetate in cyciohexane. gave 
the title compound (164mg; 40%). Rmax (CHaCIa) 3300 br. 1790. 1730. 1700. 1500. 1380. 1270 and 
1195cm-^; 5h t250MHz; (CD3)2CO] 2.25 and 2.26 (6H. 2s. 2 x CH3CO2). 3.12 and 3.36 (2H. ABq. J 16Hz. 
2-CH2). 3.63-3.68 and 4.03-4.08 (4H. 2m. N(CH2)2N), 4.21 and 4.86 (2H. ABq. J 14Hz, CH2SHet). 4.71 (2H. 
s. CH2Ar). 5.29 (1H, s. 8-H). 5.73 (1H. d. J 7H2. Z-H). 6.94 (1H. s. CHPh2). 7,20-7.68 (18H. m. 3 x CsHs 
and CsHa). 8.28 (1H, s. CHO). 8.54 and 8.74 (2H. 2s. exchangeable. 2 x CONH). 9.28 (1H, s. thiadiazole 5- 
H). 10.03 (1H, d. J 7Hz. exchangeable. 2'-NH): m/z (F.A.B.) 1019 (MH*. 27%), 735 (14). 679 (12), 480 (17). 
452 (100) and 424 (45). 

(e) Sodium 7j3-[D-2-[[4-(3.4-Dlacetoxvbenzvi)-2.3-dioxopiperazin'1-vllcarbonvlamlnol-2-phenvlacetamidol-7 
cc-fonnnamido-3-r(1.3.4-thiadiazol-2-yl)thlomethvnceph-3-em-4-carboxylate 

Benzhydryl 7i3-tO-2-l[4-(3,4-dlacetoxybenzyl)-2.3-dioxopipera2in-l-yl]carbonylamlno>2- 
phenylacetamido]-7a-formamido-3-t(1.3.4-thiadiazol-2-yl)thlomethyl]ceph-3- em-4-carboxylate (1l4mg) was 
dissolved under argon in dry dichloromethane (10ml). The resulting solution was treated with anisole 
(363mg) then trifluoroacetic acid (383mg) at 0-5* C for 5 min. then stirred at room temperature for 15 min. 
The volatiles were removed under reduced pressure and the residue triturated under diethyl ether. The 
resulting off-white solid (71 mg; 75%) was collected by filtration, washed with diethyl ether and suspended In 
water (25ml). The pH of the suspension was adjusted to 6.2 by addition of dilute aqueous sodium hydrogen 
carbonate solution and the mixture filtered. The filtrate was subjected to HP20 chromatography to give the 
title compound (21mg; 22%). after freeze-drying; w (KBr) 3297. 1768. 1710. 1682. 1624. 1502. 1396. 
1368. 1260. 1209. 1182. 1112 and 1072cm-': 5h (250MH2: D2O) 2.33 (GH. s. 2 x CH3C02), 3.01 and 3.41 
(2H. ABq. J 17Hz. 2-H2). 3.58-3.69 and 3.90-4.00 (4H. 2m. N(CH2)2N). 3.97 and 4.41 (2H, ABq. J MHz. 3- 
CHaS). 4.67-4.72 (2H. m. NCH2C6H3). 5.23 (1H. s. 6-H). 5.50 (1H. s. ^-H). 7.22-7.58 (8H. m. CsHs and 
CeHg), 8.01 (1H. s. CHO) and"9.37 (1H. s. thiadiazole 5-H); m/z (F.A.B.) 897 (MNa , 6%). 875 (MH , 11). 
853 (21 ). 452 (23) and 343 (1 00). 



Example 9 



Sodium 6j8-[D-2-[[4>(3.4-Dihydroxybenzyl)-2.3-dioxopiperazin-1-yllcarbonylaminol-2-(4-aminophenvl) 
acetamidol-6a-formamidopenicillanate 



(a) 2-{2,2,2-Trlchloroethoxycart>onylamlnoV'2-(4-benzyloxycarbonvlaminophenyl)acetic acid 

N-Benzyloxycarbony lamlnobenzene (2.3g. 1 0mmol) and N-2.2.2-trichloroethoxycarbonyl-2-hydrox- 
yglycine (2.7g, lOmmol) were added to a vigorously stirred mixture of concentrated hydrochloric acid and 
acetic acid (3ml; 17ml). After 0.25h the reaction mixture was partitioned between ethyl acetate (200ml) and 
water (200ml). The organic phase was washed with water (200ml), dried (MgSOi) and evaporated to afford 
a brown oil which was azeotroped with chlorofom) to give a brown foam (5.0g; 100%). Chromatography on 
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silica, eiuting with a dichloromethane-ethyl acetate gradient, afforded the product as a white foam (2.8g, 
58%), w (KBr) 3331. 2958. 1725, 1601. 1527. 1416. 1319. 1220. 1091 and 1047cm-\ 6h [gOMHz. (CD3)- 
2COI 4.80 (2H. s. CH2CCI3), 5.15 (2H, s, CHaPh). 5.35 (1H. d. J 7Hz). CHCO2H). 7.2-7.7 (lOH, m. 9 x ArH. 
NHCOaCHaCCIa) and 8.7 (1H, bs, PhNH). m/z (F.A.B.) 475 (MH''. 15%). 

5 

(b) Benzyl 6/3-[D,L-2«(2.2.2-Trichloroethoxycarbonylamino)'2-(4^ben2v[oxvcarbonylaminophenvl) acetamldol' 
6QffonnaamidopeniciHanate 

70 A solution of benzyl 6^-amino-8a-formamidop8nlcillanate (1.39g, 4mmol) and dicyclohexylcarbodiimide 
(0.82g, 4mmol) in tetrahydrofuran (4ml) at O'C was treated with a solution of 2-(2,2.2-trichloroethoxycar- 
bonylamino)-2-(4-ben2yloxycarbonylaminoph9nyl)ac8tic acid (1.90g, 4mmol) in THF (9ml). The reaction 
mixture was stirred at room temperature for 3h. then diluted with ethyl acetate (lOOml). filtered through 
celite, washed with water (100ml). dried (MgS04) and evaporated to afford a white foam (3.6g). Chromatog- 

75 raphy on silica eluting with 0-4% methanol in dichloromethane afforded first the L-lsomer (0.42g; 13%) then 
the D-isomer {0.49g; 15%) both as white foams. L-lsomer i^max (CHzCIa) 3400, 3300, 2950. 1780. 1730. 
1690. 1595, 1500 and 1310cm-M 6h [250MHz: (CD3)2CO] 1.33 (3H. s. CH3). 1.42 (3H. s. CH3). 4.50 (1H, s. 
3-H). 4.77 (1H. d. J 12.3Hz, CHHCCI3). 4,86 (1H. d. J 12.3Hz, CHHCCis), 5.18 (2H. s, CHaPh), 5.23 (2H. s, 
CHaPh). 5.55 (1H. d. J 8.9Hz. CHNH). 5.63 (1H, s. 5-H), 7.3-7,6 (15H. m, 14ArH and NHCOaCHaCCIs). 8.12 

20 (1H, d. J. 1.0Hz. NHCHO). 8.30 (1H, bs, NH). 8.60 (1H. bs. NH) and 8.80 (1H, bs. NH); m/z (RA.B.) 828 
(MNa*. 45%): D-isomer vmsx (CH2CI2) 3400, 3300. 2950. 1780, 1735. 1690. 1600. 1590 and T500cm-^ S - 
[250MHz; (CDajaCO] 1.03 (3H. s. CH3). 1.20 (3H. s, CH3). 4.40 (1H. s. 3-H), 4.77 (2H. s. CHaCQs), 5.17 
(2H. s, CHaPh). 5.20 (2H, s. CHaPh). 5.46 (IH. d, J 7.8Hz. NHCH). 5.58 (1H, s. 5-H), 7.3-7.6 (15H. m. 14ArH 
and NHCOaCHaCCIs). 8.14 (IH. bs, NH). 8.18 (IH. d. J 1.1Hz."nHCH0), 8.82 (IH. bs, NH). and 8.77 (IH, 

25 bs. NH). m/z (F.A.B.) 828 (IVINa*. 50%). 



(c) Benzyl 6j8-(D-2-Amina'2-(4^benzyloxycarbonylaminophenyl)acetamidol-ea-fonmamidopenlcilianate 

» 

30 A solution of benzyl 6j9-[D-2-(2.2,2-trichloroethoxycarbonylamino)-2-(4-b6nzyloxycarbonylaminophenyl)- 
acetamido]-6a-formamidopenlclllanate (235mg. 0.29mmol) in tetrahydrofuran (15ml) was treated with 1M 
potassium dihydrogen phosphate (1.5ml, 1.5mmol) then water (5ml). Freshly acid-washed zinc (0.8g) was 
added with vigorous stirring. After 0.5h the reaction mixture was filtered, and the filtrate partitioned between 
ethyl acetate (100ml) and half-saturated brine (100ml). The organic phase was dried (MgSOi) and 

OS evaporated affording the product as a white glass (170mg; 95%) which was immediately used in the next 
reaction, u^^^ (CH2CI2) 3400-3100. 1780, 1730. 1680. 1590. 1500 and 1315cm-^; S [250MHz; (CD3)2C0] 
1.46 (3H, s. CHs). 1.52 (3H. s. CHs), 4,50 (IH. s. 3-H), 4.52 (1H. s. NHCH). 5.17 (2H, 3, CH2Ph). 520 (2H. s. 
CHaPh). 5.65 (IH. s. 5-H). 7.3-7.6 (14H. m. ArH), 8.20 (IH, d, J l.OHz, NHCHO), 8.30 (IH. bs. NH). 8.50 
(1 H. bs, NH). and 8.80 (1 H. bs, NH): m/z (FAB.) 654 (MNa*. 28%). 

40 

(d) Benzyl 6/3-[D-2-[[4-(3.4-D}benzyloxybenzyl)-2. 3-dioxoplperazin-1-yllcarbonylaminol-2-(4-benzyloxycar- 

bonvlaminophenyl)acetamido]-6a-formamidcpenicillanate 

45 A solution of benzyl 6/3-(D-2-amino-2-(4-benzyloxycarbonylaminophenyl)acetamido]-6a-for- 
mamidopenicillanate (170mg, 0.27mmol) and pyridine (0.25ml, 240mg, 3mmol) In tetrahydrofuran (10ml) 
was treated with a solution of 4-(3.4-dibenzyloxybenzyl)-2.3-dioxopiperazine-l- carbonyl chloride (I44mg. 
0.3mmol) in tetrahydrofuran (5ml). 

After 0.5h the reaction mixture was partitioned between ethyl acetate (200ml) and dilute aqueous 

50 hydrochloric acid (200ml). The organic phase was washed with dilute acid (200ml). half-saturated brine (2 x 
200ml), dried (MgSOi) and evaporated to afford a white foam (308mg; 100%). Chromatography, eluting with 
a 0-3% gradient of methanol in dichloromethane afforded the product as a colourless glass (135mg, 46%); 
W (CH2CI2) 1780, 1735. 1710. 1685. 1600. 1580, 1360 and 1315cm-\ 5 [250MHz; (CD3)2CO] 0.96 (3H. s. 
CH3). 1.12 (3H. s. CH3), 3.45 (2H, m. piperazine CH2). 3.85 (2H. m, piperazine CH2), 4.40 (IH. s, 3-H), 4.55 

55 (1H. d, J 14.6Hz. NCHHAr). 4.62 (IH. d, J 14.6Hz. NCHHAr). 5.15 {8H, m. 4 x CHaPh). 5.59 (IH, s, 5-H), 
5.87 (1H" d. J 7Hz. CHNH). 6.90 (IH. dd, J 8.2Hz, J 1.9Hz, ArH). 7.05 (IH, bs, ArHT. 7.22 (IH, d, - J 8.2Hz, 
ArH), 7.30-7.70 (20H. m. 4 x Ph). 8.16 (1H. d, J l73Hz, NHCHO), 8.25 (tH, s. NH), 8.78 (IH. s. NH), 8,80 
(1 H, s. NH) and 1 0.03 (1 H. d. J 7Hz, CHNH). " ^ 



29 



EP 0 293 532 A1 



(e) Sodium 6j3-[D-2-[(4-(3,4-Dihvdroxybenzyl'2,3<lioxopiperazln*1-vi)carbonyIaminoV2-(4-amin 
acetamldol-6a-formamidopenicHlanate 

A solution of benzyl 6/3KD-2-[[4-(3.4<libenzyloxyben2yl)-2.3-dloxoplperazin-1-yl]carbonylan™in^^^ 
nzyloxycarbonylaminophenyOacetamidoJ-ecrformamldopenicilianate (50mg, O.OSmmol) in tetrahydrofuran- 
water (15fnJ-5ml) was hydrogenated over 10% palladium on charcoal (SOmg) and palladium black (50mg) In 
the presence of sodium hydrogen carbonate (5mg, 0.06mmol) for 4.5h. The reaction mixture was filtered 
and the residue was washed with a solution of sodium hydrogen carbonate (3mg, 0.03mmol) in water (5ml). 
The filtrate and washings were combined and the tetrahydrofuran was removed on a rotary evaporator. The 
resulting solution was freeze-dried affording the product as a light grey powder (33mg, 95%), ^max (KBr) 
3377, 2987, 1768. 1710. 1678. 1611, 1516. 1460. 1397 and 1385cm-^: 5h (250MHz; D2O) 0.89 (3H. s. CHa), 
1.27 (3H. s, CH3). 3.46 (2H. m. piperazine CHa), 3.90 (2H. m. piperazlne. CHa), 4.15 (1H, s. 3-H). 4.52 {2H.. 
s. NCHaAr). 5.33 (1H. s. 5-H). 5.57 (1H. s, CHNH). 8.7-6.9 (5H, m. ArH). 7.30 (2H. d. J 8.4Hz, ArH). and 8.10 
(1H, s. NHCHO). ^ 



Example 10 



Sodium 7j9-[D-2-[r4"(3.4'Diacetoxvbenzvl)-2.3-dioxQplpera2in-1-yl]carbonvlaminoh2-phenylacetam 
fonmamido-3-f(l -methvM H-tetrazoh5-yl)thiomethyllceph-3-em-4-carboxylate 



a) Benzhydryl 7ig»(D*2-t-Butoxvcarbon vlamlno-2-phenyiacetamido)-7flrformamido-3-[(1 -methyH H'tetrazol-5- 
yl)thiomethynceph-3*em-4-carboxylate 

A solution of benzhydryl 7i3-amino-7a-formamido-3-[C1- methyl-1H-tetrazol-5-yl)thiomethyl]ceph-3-em-4- 
carboxylate (640mg, l.19mmole) and OCCI (319mg. 1.54mmole) in dichiordmethane (3ml) was treated with 
D-N-t-butoxycarbonylphenylglycine (299mg. 1.19mmole) in dichloromethane (2ml). The resulting heteroge- 
neous mixture was stirred for 144 hours. Fresh dichloromethane (50ml) was then added and the insoluble 
DCU removed by filtration. The resulting solution was then washed with 0.5M-hydrochloric acid (2 x 50ml). 
saturated sodium hydrogen carbonate (3 x 50ml) and brine (1 x 50ml) then dried (MgSO*). Chromatog- 
raphy on silica gel using chloroform-methanol mixtures as eluant provided the title compound (508mg, 
O.eemmole. 56%) as a white amorphous solid; y^ax (KBr) 1787 and 1688cm-^; «h (CDaCOCDa) 8.6-8.45 
(2H. m. NHCHO and 6-NH), 8.29 (1H, d. NHCHO). 7.7-7.2 (15H. m, 3 x Ph). 6.92 (1H. s. CHPh). 6.6 (1H. m. 
NHCO2), 5!49 (IH. d, PhCHCO), 5.27 (1H, s, 6-H). 4.54-4.29 (2H, m, 3-CH2), 3.93 (3H. s, N-CH3), 3.36 (2H. 
ABq. 2-H2), and 1.4 (9H, s."Bu'); m/z F.A.B. (3-Nitroben2yl alcohol/sodium) (+ve Ion) 793 (MNa*). 

b) Sodium 7j3-[D-2-[[4'(3.4-Diacetoxybenzyl)-2.3-dioxopiperazin-1-yl]carbonylamlnol-2-phenylacetamidol-7a- 
fbmiamido-3-((1-methyl-1H-t9trazol'5-yl)thiomethyllceph-3'em-4'carboxylate 

Benzhydryl 7i3-(D-2-t-butoxycarbonylamino-2-phenylacetamido)-7a-formamido-3-[(1 -methyl-l H-tetrazol- 
5-yl) thiomethyi]ceph-3-em-4-carboxylate (125mg) was dissolved in trifluoroacetic acid (5ml) at room 
temperature and the mixture stirred for 1h under Argon. The solution was evaporated to dryness under 
reduced pressure and the residue azeotroped (2x) with dichloromethane (5ml) then triturated under diethyl 
ether. The resulting solid was collected by filtration, washed with diethyl ether and dried quickly under 
reduced pressure to give 7i5-(D-2-amino-2-phenylacetamld9)-7a-formamldo-3-t(1-methyl-1H-tetrazol-5-yl)- 
thiomethyl]ceph-3-em-4-carboxyllc acid, trifluoroacetic acid skit (lOOmg. 100%). This was suspended in dry 
tetrahydrofuran (4ml), under Argon, and treated with N.O-bistrimethylsllylacetamlde (0.2ml) and the mixture 
stirred at room temperature until a clear solution was obtained. This solution was treated with a suspension 
of triethylammonlum chloride and 4-(3,4-diacetoxybenzyi)-2.3-dloxopiperazin-1 -ylcarbonyl chloride 
(prepared for 1-(3.4-diacetoxybenzyl)-2,3-dioxopiperazine (51.5mg) as described in example 8c] in dry 
tetrahydrofuran (10ml). After 1h at room temperature, the reaction mixture was diluted with water (25mi) and 
ethyl acetate (25ml) and stirred vigorously for 15 min. The phases were separated, the aqueous phase 
further extracted with ethyl acetate (lOmI). the extracts combined, washed with water (10ml), water at pH 2 
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(10ml), water (10ml), saturated brine (10ml). dried (MgSOi) and evaporated to dryness under reduced 
pressure to give a glass. The free acid was dissolved In dilute aqueous sodium hydrogen carbonate and 
purified by chromatography on HP20 to give the title compound (I9.8mg, 14%) as a white foam, after 
freeze-drying; (KBr) 3300, 1770, 1715. 1886. 1609. 1500. 1391. 1367. 1261, 1211. 1185. and 
5 1113cm-\' 5h (250MH2: 020) 2.30 (8H, s. 2 x CH3C02), 3.03 and 3.39 (2H, ABq. J 17H2, 2-H2), 3.48-3.69 
(2H. m, piperazlne CH2). 3.80-4.21 (7H. m. N-CH3, piperazine CH2 and 3-CH2S),"4.68 (2H. m. NCHaAr). 
5.22 (1H. s. 6-H), 5.47 (1H, s. 2'-H). 7.16-7.47 (8H, m. aromatics). and 8.10 (1H. s. CHO); m/z (F.A.b3 873 
(MH*. 13%). 452 (22), 343 (100) and (34). 

10 

Example 11 



IS Sodium 7i8'[D-2'[[4-(3,4-Dlhydroxyben2yl)-2.3«droxopiperazin'1-yl]cari3onylaminol*2'phenylacetamldol'7«« 
formamldo-3-[(1 .3.4-thiadiazol-2-vl)thiomethyllceph-3-em-4-carboxvlate 

7/3-(DL-2-[[4-(3.4-Diacetoxybenzyl)-2,3-dioxoplpera2in-1-yl]carbonylamino]-2-phenylacetamido]-7a- 
formamido-3-{(1,3.4-thiadiazol-2-yl)thiomethyl]ceph-3-em-4-carboxylic acid (200mg) was suspended and 

20 stirred in water (10ml). Acetone (1ml) was added and the pH of the mixture adjusted to 8.0 with 2.5% 
aqueous sodium carbonate. Sodium sulphite (72mg) was added and the pH adjusted to 9.0 by addition of 
0.5M-hydrochloric acid. Stimng was continued at pH 9.0, maintained by addition of 2,5% aqueous sodium 
carbonate solution when necessary, until the reaction was complete (hpic). The reaction mixture was 
immediately subjected to chromatography through HP20 and the product (22.7mg) obtained as a white 

25 powder after freeze-drying: Fmax (KBr) 3289 (br). 1771. 1710. 1677. 1609. 1512. 1396, 1365. 1277. 1202. 
1117, and 1064cm-^; 5h (250MHz; D2O) 2.79 and 3.37 (2H. ABq. J 17Hz. 2-H2). 3.49-3.62 and 3.82-4.01 
(4H. 2m, N(CH2)2N). 3.90 and 4.32 (2H, ABq, J 14Hz, 3-CH2S), 4.47^.58 (2H, bm. NCHaAr). 5.21 (1H. s. 6- 
H). 5.48 (1H, s. 2'-H). 6.73-6.86 (3H. m. CsHal, 7.24-7.56"(5H, m, CcHs), 8.09 (1H, sTCHO), 9.37 (1H, s, 
thiadiazole-5-H); m/z (F.A:B.)i813 (MNa!, 4%) and 79t (MH*. 10). 

30 " • 

Example 12 



36 

Sodium 6/3-[D-2-(3.4'Diacetoxyphenvl)-2-f(4^3.4<lihydroxvben2vl)-2.3-dioxopipera2in-1-yl)carbonvlaminol 
acetamido]-6tt-(hydroxymethyl)penicillanate 



40 

a) Benzyl 6/3-[D-2-(3,4-Diacetoxvphenyi)-2-[(2.2.2-trichloroethoxy)carbonylamino]acetamldol-ett- 
(hydroxvmethvl)peniciilanate 

D-2-(3.4-Diacetoxyphenyl)-2-t(2.2.2-trichloroethoxy) carbonylaminojphenylacetic acid (0.423g. Immol) In 
46 dichloromethane (lOml) containing N.N-dimethytformamlde (1 drop) was converted to the acid chloride by 
treatment with oxaiyi chloride (0.16ml. 2mmol). After stinring at room temperature for 1h the solution was 
evaporated to dryness under reduced pressure, treated with dichloromethane. and re-evaporated. The 
residue Kax (CH2CI2) 1800 (sh.) cm"^] was dissolved in dichloromethane (10ml) and added dropwise to a 
solution of benzyl-6^-amino-6ot-(hydroxymethyl)penicillanate (0.336g. immol) and pyridine (0.12ml. 
so 1.5mmol) In dichloromethane (10ml) at 0* C. The reaction mixture was stirred at 0-5* C for 0.5h followed by 
2h at room temperature before being evaporated to dryness under reduced pressure. The residue was 
dissolved in ethyl acetate and was washed with dilute hydrochloric acid (3 x 20ml). dilute aqueous sodium 
hydrogen carbonate (3 x 20ml) and saturated brine (20ml) before being dried (MgSOi). and evaporated to 
dryness under reduced pressure to yield the crude product. Chromatography on silica gel 60 (<230 mesh 
55 ASTM) with ethyl acetate/hexane 1:1 as eluant. followed by chromatography on silica gel 60 (<230 mesh 
ASTM) with 2% ethanol/chloroform gave the title compound as a white foam (0.1 11g. 15%); fmax {CH2CI2) 
3420. 1770, 1750 (sh). 1690. and 1210cm-^ Sh (250MHz. CDCI3) 1.08 and 1.26 (6H, 2s. 2-C{CH3)2), 2.24 
and 2.26 (6H. 2s. 2 x CH3CO2). 3.89-4.00 (1H, m. exch. on D2O. CH2OH). 4.10 and 4.26 (2H. d. ABq. J 
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12H2. J 4H2. ABq on O2O exch., CH2OH). 4.40 (1H. s. 3-H). 4.62 and 4.76 (2H. ABq. J 12H2, CH2CCI3). 
5.14 and 5.20 (2H. ABq, J 12Hz. ChIpH). 5.30 (1H. d. J 7Hz, NHCH), 5.47 (1H. s, 5-H). 5.81 (1H. d, J 7Hz. 
CHNH). 7.15 {1H. d. J SHz. Ar-H^, 7.24-7.50 {7H. m, Ar^H), 8.13 (IH. s, NH); m/z (positive xenon F.A.B.; 3- 
nltrobenzyl-alcohol-NaOAc) MNa 782. 



b) Benzyl 6g-rD>2'(3>Diaceta>cyphenvl)-2^[4'(3.4-diben2vloxyben2v»-2,3Kiiox^^ 
carbonvlaminolacetamidol^a'fliydrQxymethyl) peniciilanate 

Benzyl 6/3HD-2-(3.4-diacetoxyphenyl)-2-[(2,2.2-trichloroethoxy)carbonylamlno]ac8tam 
(hydroxymethyl)p8niclllanate (0.079g. O.lmmol) in tetrahydrofuran (10ml) was treated with iM-potasslum 
dihydrogen phosphate (2ml) and fresh, acid-washed 2!nc (0.2g). The reaction mixture was sttnred at pH 4 for 
0.75h before addition of more zinc (0.3g). After a further 1h more zinc (0.4g) was added, followed by a 
further quantity (O.Sg) after an additional 1h, The reaction mixture was filtered and the filtrate evaporated to 
small volume and diluted with ethyl acetate. The mixture was washed with brine, dried (MgSOi) and then 
evaporated to yield benzyl 6/S-tO-2-amino-2-{3.4-diacetoxyphenyl)acetamldo]-6or(hydroxymethyl)- 
penicillanate Ifmax (CH2CI2) 1780. 1750cm-^]. This, in dichloromethane (5ml) with pyridine (0.02ml. 
O.iemmol) was treated dropwise with a solution of [4-{3.4-(dlben2yloxy)benzyl)-2,3-dioxopiperazin-1-ylh 
carbonyl chloride In dichloromethane (4ml) (prepared from 1-(3,4-(dibenzyIoxy)ben2yl)-2.3-dloxopiperazine 
(0.043g, O.lmmol) as described in Example lb]. The reaction mixture was stirred at room temperature for 
0.5h before being evaporated to dryness under reduced pressure. The residue was dissolved in ethyl 
acetate and was washed with dilute hydrochloric acid (3 x 15ml). dilute aqueous sodium hydrogen 
carbonate (3 x 15ml) and saturated brine (15ml) before being dried (MgSOi) and evaporated to dryness 
under reduced pressure to yield the crude product. Chromatography on silica gel 60 (<230 mesh ASTM) 
eluting with chlorofonm grading to 5% ethanol/chlorofomn afforded the tWe compound as a slightly impure 
white foam (0.043g. 41%); w (CH2CI2) 3300, 1780. 1760 (sh.). 1720. 1695. 1510. 1215cm-^; 5h (400MHz, 
CDCia) 1.07 and 1.25 (6H, 2s. C(CH3)2). 2.25 (6H. s. 2 x CH3CO2. 3.08-3.25 (2H. m, piperazine CH2). 3.48- 
3.71 (2H. m, pipera2ine CH2). 3.98-4.83 (2H. m. CH2OH). 4,38 (IH. s. 3-H). 4.47 and 4.52 (2H. ABq. J 15H2. 
NCH2Ar), 5.10-5.21 (6H, m. 3 x CH2Ph). 5.45 (IH. d. J 6Hz. NHCH), 5.45 (IH. s. 5-H). 6.70-6.87 (3H. m. Ar- 
H). 7.10-7.46 (18H. m, Ar-H). 7.99 (IH. s, CONH). 9.99 (IH. d. J 6H2. NHCH); m/z (positive xenon F.A.B.; 3- 
nitrobenzyi-alcohoi-NaOAc) MNa^ 1050. 

c) Sodium 6/3-{D-2-(3.4-Diacetoxyphenyi)-2-[(4-(3.4-dihvdrDxybenzyl)-2.3-dioxopiperazin-1-yl)- 
carbonylamino1acetamido]-6a-(hydroxvmethyi)penicillanate 

Benzyl e0-[D-2-(3.4-diacetoxyphenyl)-2-t[4-(3.4-dibenzyloxybenzyl)-2.3-dioxopiperazln-1-yi]- 
cart3onylamino]acetamidoh6a-(hydroxymethyl)penicillanat0 (0.030g. 0.03mmol) was dissolved in dry 
tetrahydrofuran (10ml) and hydrogenolysed at room temperature and pressure for 2h over 10% palladium 
on carbon (0.1 30g). The catalyst was removed by filtration through "Celite" and the filtrate was evaporated 
to dryness under reduced pressure. The residue was suspended in water and the pH was adjusted to 6.5 
with dilute aqueous sodium hydrogen cartwnate. The resultant aqueous solution was washed with ethyl 
acetate and freeze dried to yield the titte compound as a white solid (0.01 7g. 73%); ^max (KBr) 3311, 1764, 
1713 and 1676cm-\ «h (250MHz. D2O) 0.99 and 1.27 (6H. 2s. C(CH3)2). 2.28 and 2.31 (6H. 2s. 2 x 
CH3CO2). 3.39-3.60 (2H. m, piperazine CH2). 3.75-3.95 (2H. m. piperazine CH2), 3.95 and 4.07 (2H. ABq. J 
12Hz. CH2OH). 4.11 (IH, 8, 3-H), 4.50 (2H. s. NCH2Ar). 5.44 (2H. s. CHNH, 5-H). 8:70-6.90 (3H. m. Ar-H), 
7.18-7.50 {3H, m, Ar-H), m/z (positive xenon FAB.; thioglycerol) MH* 780. 



Example 13 



Sodium 7i8-[2-[r4-(3.4^Dihvdroxybenzyl)-2.3-dioxoplperazin-1-yllcarbonylaml nol-2-{2-thlenvi)acetam 
formamido-3-f(1.3.4^thiadla20l-2-yi)thiomethvl1ceph-3-em-4>carboxylate 
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a) DL-2-[[4-(3.4«Olacetoxvben2yl)-2,3<lioxopiperazm«1 -yilcafbonyiaminol-a'Ca-thienyOacetic acid 

0L-2-(2-thi6nyl)giycine (314mg) was suspended in 1,1.1. 3.3.3-hexam6thyidisila2ane (lOmi) containing 
chlorotrimethyisilane (InnI) under Argon and the mixture reffuxed for 4h and then cooied and evaporated to 

5 dryness under reduced pressure. The residue was suspended under Argon in dry tetrahydrofuran (10ml) 
and treated with a suspension of 4-(3,4^iacetoxyb6nzyl)-2,3-dioxoplperazin-1-ylcarbonyl chloride [prepared 
as described in example 8c from 1-(3,4-diacetoxyben2yl)-2,3-dioxopipera2ine (640mg), in tetrahydrofuran 
(10ml)]. The mixture was stirred at room temperature for lh then diluted with ethyl acetate (25ml) and water 
(25ml) and stinted vigorously for 15 min. The phases were separated, the organic phase retained and 

10 washed with water (25ml). saturated brine (25ml). dried (MgSOi) and evaporated to dryness under reduced 
pressure to give the title compound (948mg. 89%) as a brown foam: vmaa (CH2CI2) 3270 br. 1765, 1710, 
1685. 1500. 1360. 1210 and 1185cm-'; 5h (90MH2. CDCIs) 2.23 (6H. s. 2 x CH3C02). 3.27-3.54 and 3.82- 
4.07 (4H. 2m. N(CH2)2N). 4.58 (2H. bs. NCH2Ar). 5,70 (1H. d. J 7Hz. 2-H), 6.80-7.25 (6H. m. Ar and thienyl). 
7.49 (1H, bs. exchangeable. CO2H). 9.72 (fH. d. J 7Hz. exchangeable. NH); m/z (F.AB,) 526 (MNa*. 21%). 

75 521 (MNH**. 37). 504 (MH", 64). 343 (53), 321 (100). 279 (46). 232 (34) and 217 (72). 



b) Benzhydryl 7/9-[DL-2-n4-(3.4-Diacetoxybenzyl)-2,3'dioxopipera2tn-1-yl]carbonylaminol-2-(2-thlenvl)- 
acetamidol-7a-formamido-3-[(1.3,4-thiadia2ol-2-yl)thiomethvi]ceph-3-em-4-carboxylate 

20 

Benzhydryl 7i8-amlno-7o-formamido-3-((1,3,4-thiadlazol-2-yl)thiomethyl]ceph-3-em-4K:arboxyIate 
(983mg) was dissolved In tetrahydrofuran (min.) and treated with N.N'-dicyclohexylcartDodlimlde (412mg). 
The resulting solution was treated dropwise with a solution of DL-2-[[4-(3,4-dlacetoxybenzyl)-2.3- 
dloxopipera2in-1-yi]carbonylamino]-2-<2-thienyl)acetlc acid (917mg) in tetrahydrofuran (min.) at room tem- 

25 perature and the reaction mixture stinred at room temperature for 84h. The precipitate was removed by 
filtration and washed with ethyl acetate (50ml). The filtrate was washed with water (25ml). dilute aqueous 
sodium hydrogen carbonate, water, saturated brine and dried (MgSOi) then evaporated to dryness under 
reduced pressure to give an orange/red foam. Chromatography through silica (<230 mesh ASTM), eluting 
with 70% ethyl acetate in cyclohexane. grading in 200ml portions and 10% steps, to 100% ethyl acetate 

30 gave a partially-purified foam, which was redissolved in ethyl acetate and diluted with diethyl ether. The 
resulting precipitate was collected by filtration, washed with diethyl ether and dried under reduced pressure 
(1.09g, 54%). The title compound was recrystallised from ethyl acetate-ethanol as a light-brown, amorphous 
solid. m.p. 146-152*0; w (KBr) 1784. 1711. 1690. 1501. 1369, 1258, 1209 and 1184cm-^ (250MH2, 
(CD3)2C01 2.89 (6H, s. 2 x CH3CO2). 3.38-3.66 (4H, m, piperazine CH2 and 2-H2, Isomers). 4.04:4.14 (2H, 

35 m. piperazine CH2). 4,32-4.46 and 4.67-4.81 (4H. m. NCH2Ar and 3-CH2. isomers). 5.32 and 5.33 (1H. 2s. 6- 
H, isomers). 5,97-6.12 (1H. m. ^-H. isomers). 6.89-7.70 (17H, m. thienyl. 2 x CcHs. CsHa and CHPh2). 8.28 
and 8.9 (1h1. 2s. CHO, isomers). 8.61 and 8.64 (1H. 2 x bs. exchangeable. NHCHO, isomers). 8.73 and 8.83 
(1H. 2s, exchangeable. 7/3-CONH. isomers). 9.28 (1H. s. thiadiazole 5-H), 9.94-10.03 (IH, m, exchangeable. 
2'-NH. isomers); m/z (F.A.B.) 1047 (MNa*. 19%). 727 (11). 462 (25). 365 (36) and 343 (100). The isomer 

40 ratio 0:L appears by n.m.r. to be approximately 4:3. 



c) Sodium 7i8-[2-[[4-(3.4-Oihydroxybenzyl)2.3-dioxopiperazin-1-yllcarbonvlamino]-2-(2-thienyi)acetamidol-7 
a-formamido-3-[(1.3.4-thladiazol-2-vl)thiomethyl]ceph-3-em-4^carboxviate 

45 

Benzhydryl 7/8-[2-([4-(3.4-diacetoxybenzyl)-2,3-dioxopiperazin-1-yl]carbonylamino]-2-(2-thienyl)- 
acetamido]-7a-formamldo-3-[(l,3.4-thladlazol-2-yl)thlomethyl]ceph-3-em-4-carboxylate (SOOmg. D:L ca 4:3) 
was dissolved in dry dichloromethane (10ml) under Argon. Cooled to 0-5 *C and treated with trifluoroacetic 
acid (1 .6g). Cooling was removed immediately and the mixture stinred at room temperature for 0.5h. The 

so voiatiies were removed under reduced pressure and the residue azetotroped with toluene (3 x 5ml). Diethyl 
ether was added to the residue and the mass triturated to yield a brown solid, which was collected by 
filtration, washed with diethyl ether and dried under reduced pressure (414mg, 100%). 

The above acid was suspended in water (10ml) and the pH adjusted to 8.0 with 2.5% aqueous sodium 
carbonate solution. Sodium sulphite (146mg) was added and the pH of the solution maintained at pH 9.0 

55 until the reaction was complete (hpic). The reaction mixture was immediately chromatographed through 
HP20. eluting with water grading to 25% tetrahydrofuran in water in 2 steps and 100ml portions. The 
requisite fractions were combined, concentrated to low volume under reduced pressure and freeze-dried to 
give, the title compound (40mg, 11%) as a white powder. The isomer ratio was determined by high 
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performance liquid chromatography and nuclear magnetic resonance spectroscopy to be ca. 2:1 , D:L; »msx - 
(KBr) 3283 br. 1777, 1710. 1676. 1512, 1395. 1365. 1197. and lliecm^^; 6h [250MH2; (CD3)2SO] 3.14-3.55 
(4H. m. piperazine CH2 and 2-H2, isomers). 3.89 {2H. bs, piperazine CHa). 4.16-4.34 and 4.57-4.68 (2H. 2m, 
3-CH2, isomers). 4.41 (2H. s. CH2Ar). 5.10-5.23 (1H. m. 6-H. isomers). 5.82-6.04 (1H. m. 2'-H. isomers). 
6.50-6.75 (3H, m. CsHa). 6.91-7.57 (3H. m. thienyl) 7.99-8.36 (1H, m. CHO. isomers). 8.97 (2H. bs. 
exchangeable. NHCHO and 7i3-CONH). and 9.38-10.02 (2H. m. Ihiadiazole 5-H and 2'-NH. exchangeable). 



Example 14 



Sodium 7jg'[D-2-[[4-(3.4>Dlhydroxvbenzvi)-2.3-dloxopiperazln-1-yilcarbonviamlno1*2-phenylacetamidol-7or 
formamido-3-[(1-methyl-1H-tetrazoi-5-yi)thlomethyllceph-3-em-4-carboxylate 

7/3-{D-2-amino-2-phenylacetamido)-7a-formamldo-3-[(1-methyl-1H-tetrazol-5-yl)thiomethyl]ceph-3-em-4- 
carboxylic acid trifiuoroacetic acid salt (lOOmg) [prepared as described in Example 10b] was suspended in 
dry tetrahydrofuran (100ml) under Argon and treated with N.O-bistrimethylsiiylacetamide (3 x 0.2ml) until a 
clear solution was obtained (ca. 0.5hr). The resulting, clear solution was treated with 4-(3,4-diacetoxyben- 
zyl)-2,3-dloxopiperazin-1-yicarbonyl chloride [prepared as described in example 8c from 1-{3.4- diacetox- 
ybenzyl)-2.3-dloxopiperazine (51.5mg), in tetrahydrofuran (10ml)] and the mixture stinred at room temperar 
ture for 0.5h. Water (25mi) and ethyl acetate (50ml) were added and the mixture stinred vigorously for 15 
min. The phases were separated, the organic phase washed with water (25ml), 0.5M-hydrochloric acid 
(25ml). water (25ml), saturated brine (25ml), dried (MgSOi) and evaporated to dryness under reduced 
pressure. The resulting powder was suspended in water (lOml). the pH adjusted to 8.0 with 2.5% aqueous 
sodium carbonate and treated with sodium sulphite (50mg). The pH was adjusted to and maintained at 9.0 
until de-acetylation was complete (ca. 1.5h) (hpic). At this point, the reaction mixture was chromatographed 
through HP20, eluting with water, grading to 25% tetrahydrofuran in water in 2% steps and 100ml portions. 
The product-containing fractions were combined, concentrated under reduced pressure and freeze-drled to 
give the title compound (42mg. 17%); w (KBr) 1771, 1710. 1677. 1609. .1512. 1395. 1364. 1285, 1200. 
1117 and 1003cm-^; 5h (250MHz. D2O) 2.92-3.08 and 3.31-3.42 (2H.. m. 2-H2). 3.40-3.58 (2H. bm. 
piperazine CH2), 3.78-4.17 (7H. m, 3-CH2. piperazine CH2 and N-CHa). 4,43-4.57 (2H. bm. NCHaAr), 5.19 
(1H. s. 6-H), 5.45 (1H. s, 2'-H), 6.61-6.87 (3H, m, CsHa). 7.30-7.53 (5H, m. CeHs) and 8.07 (1H, s, CHO): rn/z 
(FAB.) 789 (MH*, 9%). 239 (37), and 217 (100). 



Example 15 



Sodium 6M2-[[4-(2.3-dihydroxvbenzvl)-2.3-dloxoplperazln-1-yncarbonviamino1-2-phenylacetami^^^ 
mamldopenicilianate 



a) 1 -(2.3-Diben2vloxybenzyl)-2.3-dloxopiperazine 

Elhylenediamlne {I7g) in toluene {20ml) under Argon was treated with a solution of 2,3-dibenzyloxyben- 
zyl chloride (1.92g) in toluene (5mi). The mixture was refiuxed 4h, cooled to room temperature and treated 
with a solution of sodium hydroxide (lg) in water (20ml). The phases were separated, the organic phase 
washed with water (25ml), saturated brine and evaporated to'^dryness under reduced pressure. The residue 
was redissoivsd in ethanol (20ml). diethyl oxalate (l.65g) added and the mixture refiuxed 4h. Concentrated 
under reduced pressure, diethyl ether added to the residue, the white solid collected by filtration and 
recystalllsed from ethanol (1.36g, 58%). m.p. 178-179*0 (Found: C. 72.09; H. 5.75; N. 6.60%. C2sH2^N20* 
requires C. 72.11; H, 5.79; N. 6.73%); i^max (CHCI3) 1705, 1680. 1470. 1450, 1360, 1265. 1083 and 1060 
cm-^ 5„ (eOMHz. CDCla) 3.49 (4H. bs. N(CH2)2N), 4.57 (2H, bs. NCH2Ar), 5.01 and 5.10 (4H. 2s. 2 x 
OCHzPh), 6.72-7.02 {3H, m, C^sHa), 7.16-7.50 (lOH, m, 2 x C^Hs), 7.68-8.07 (1H. bs, exchangeable, NH). 
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b) Benzyl e^-[D-2-[[4'(2.3'DibQnzyloxybenzyO-2.3^ioxopipera2in-1-yllcarbonylaminol-2i3henylacetam 
Bft'methyithiopeniciilanate 

1-(2.3-Olben2yloxybenzyl)-2,3-<Jioxopipera2lne (410mg) was dissolved in dry dichloromethane (lOmi) 
under Argon and the solution treated with chlorotrimethylsilane. After 15 min. triethylamlne (111mg) was 
added and the mixture stirred at room temperature for 1.5h. Excess phosgene was condensed Into the 
reaction mixture, which was then stirred at room temperature for 3h. The volatiles were removed under 
reduced pressure to give an off-white solid; i^^ax (CH2CI2) 1800cm"^ This solid was suspended in dry 
tetrahydrofuran (10ml) and the suspension added to a solution of benzyl e/3-(0-2-amino-2- 
phenylacetamido)-ea-formamidopenicillanate (485mg) and triethylamine (111mg) in dry tetrahydrofuran 
(10ml). After 0.5h, the reaction mixture was diluted with ethyl acetate (50ml) and washed with water (20ml), 
saturated brine (20ml), dried (MgSOi.) and evaporated to dryness under reduced pressure. Chromatography 
through silica (<230 mesh ASTM). eluting with 30% ethyl acetate in cyclohexane. gave the title compound 
(220mg, 24%) as a white foam; Prr^ (CH2CI2) 1770. 1730. 1705, 1885, 1200 and 1180cm-^ 5h (250MH2. 
(CD3)2C0] 1.02 and 1.21 (6H. 2s. 2.(CH3)2), 2.31 (3H. s. SCH3). 3.39-3.57 and 3.89-4.08 (4H, 2m. N(CH2)- 
2N). 4.40 (1H, s. 3-H). 4.86 (2H. bs. NCH2Ar). 5.10-5.26 (6H. m, COaCHaPh and 2 x OCHaPh), 5.46 (1H. s. 
5-H). 5.70 (1H, d. J 7Hz. 2'-H). 6.92-7118 (3H. m. CsHa). 7.27.7.62"{20H. m. 4 x cTHs). 8.75 (1H. 3. 
exchangeable. 6i9-CONH). 10.01 (1H. d, J 7Hz, exchangeable, 2'-NH): m/z (FAB.) 960 (MNa*. 97%), 534 
(55), 462 (75) and 439 (100). 



c) Benzyl 6/3-[D-2'[[4-(2.3-dibenzvioxyben2yl)-2,3-dioxDpiperazin-Vyllcarbonylaminol-2-phenvl acetamtdo]- 
6tt-formamidopenidllanate 

Benzyl 6^-[I>2-{[4-(2,3-dibenzyloxyben2yl)-2.3-dIoxopipera2in-1-yl]carbonylamino]-^^ 
6a-methylthlopenlcillanate (200mg) was dissolved in dry N.N-dimethylfomnamide (5ml) under Argon at 0- 
5*C and treated with mercuric acetate (69mg) followed by a 10% excess of ammonia In dry N.N- 
dimethyiformamide. Cooling was removed immediately and the reaction mixture diluted with ethyl acetate 
{50ml) after 15 min and filtered. The filtrate was washed with water (5 x 20ml), saturated brine (20ml). dried 
and evaporated to dryness under reduced pressure to give a foam. This foam was redlssclved In dry 
dichloromethane (10ml) under Argon at 0-5 'C and treated with pyridine (I70mg) then acetic formic 
anhydride (95mg). Cooling was removed Immediately and the mixture stirred at room temperature for 3h. 
The mixture was washed with water (10ml). saturated aqueous sodium hydrogen carbonate (10ml), water 
(10ml), saturated aqueous copper sulphate (lOmI), water (10ml). saturated brine (10ml). then dried (MgSO*) 
and evaporated to dryness under reduced pressure. Purification by chromatography through silica (<230 
mesh ASTM), eluting with 50% ethyl acetate in cyclohexane, grading to 90% ethyl acetate in cyclohexane 
in 10% 'steps' and 100ml portions, gave the title compound (128mg, 84%) as a white foam; Pmax (CHaCIa) 
1785. 1740. 1720. 1690. 1500. 1205. 1186. 1080. 1065. and 1005cm"\ 5h [250MH2. (CD3)2CO] 0.91 and 
1.16 (6H. 2s. 2-(CH3)2). 3.40-3.5 and 3.90-4.00 (4H, 2m, N(CH2)2N), 4.39 (1H. s. 3-H), 4.66 (2H, s. 
NCH2C6H3). 5.07-5.16 (6H, m. 3 X CH2Ph). 5.58 (1H. s. 5-H). 5.68 (IH. d, J 7Hz, 2'-H). 6.87-7.19 (3H. m, 
C6H3). 7.26-7.61 (20H. m. 4 x CsHs). 8.17 (IH, s. CHO), 8.24 (IH. bs. exchangeable. NHCHO). 8.77 (IH, s. 
exchangeable. 6i8-CONH), 10.03 (IH. d. J 7Hz, exchangeable. ^-NH); m/z (F.A.B.) 947 (MNa*. 78%) and 
531 (100). " " 



d) Sodium 6/3-[D-2-[[4-(2.3-dihydroxvbenzyl)-2.3-dloxopiperazin-1-vllcarbonylaminof2-phenvlacetam[dol-ett- 
formamldopenicillanate 

Benzyl 6;8-[D-2-[[4-(2,3-dibenzyloxybenzyl)-2,3-dioxopipera2ln-1-yl]carbonylamino]-2-phenylacetamido]- 
6a-formamidopenicllianate (120mg) was dissolved in redistilled, dry tetrahydrofuran (minimum) and hy- 
drogenated over a mixture of 10% palladium on carbon (120mg) and palladium black (120mg) for 3h. The 
catalyst was removed by filtration through 'Celite' and the process repeated with fresh catalyst. After a 
further 2.5h. the catalyst was removed by filtration through *Celite* and the filtrate evaporated to dryness 
under reduced pressure. The residue was dissolved in AR acetone (minimum) and treated with 1.93M- 
sodium 2-ethylhexanoate In methyl iso-butylketone (62ui). Diethyl ether was added and the title compound 
collected by filtration, washed with diethyl ether and dried under reduced pressure (52mg. 59%); »max (KBr) 
1772. 1710. 1677, 1611. 1508. 1477. 1396, 138S. 1284 and 1200cm'V Sh [250MH2, (CD3)2S01 0.85 and 
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1 16 (6H. 2s. 2-(CH3)2). 3.76 (1H. s. 3-H), 3.80-4.00 (2H. m. piperazlne CH2). 4.51 (2H. bs. CH2C6H3). 5.38 
(1H. s. 5-H). 5.64 (1H. d. J 7Hz, ^-H). 6.52-6.78 (3H. m. CsHa). 7.19-7.62 (5H, m. CsHs). 8.00 (1H, s. CHO). 
9.07-9.23 (1H, bs. exchangeable. NHCHO), -9:72-10.04 (2H. m. exchangeable. 6i8-CONH and ^-NH); m/z - 
(F.A.B.) 699 (MNa\ 27%). 677 {MhT 100). 463 (40) and 441 (100). 



Example 16 



Sodium 7i8-fD-2-[[4-(2.3-Oihvdroxybenzyl)-2,3-dioxoplpera2in-1-vncarbonylaminol-2-pheny lacetami^^ 
formamldo-3-f(1.3,4-thladiazol»2-yOthiomethvnceph-3-em-4>carboxylate 



a) 1 -(2>OihvdroxvbenzyiV'2,3-dioxopiperazlne 

1-(2.3-Dlbenzyloxybenzyl)-2.3-dioxoplperazine (3.2g) was dissolved m a 1:1 mixture of tetrahydrofuran 
(150ml) and methanol (150ml). 10% Palladium on carbon (1.0g) was added and the mixture hydrogenated 
for 0.5h before more palladium on carbon (0.5(g) was added and hydrogenation continued for a further 1h. 
The catalyst was removed by filtration through 'Cellte*. the filter bed washed with 1:1 
tetrahydrofuran/methanol and the filtrate evaporated to dryness under reduced pressure. Elhanol (20ml) was 
added to the residue and the product collected by filtration, washed with a little, cold ethanoi and dried 
under reduced pressure (1.65g; 91%). m.p. 258"C; p^ax (Nujol) 3360. 3150. 1690 and 1650cm-^; 5h - 
[60MHz; (CD3)2SO] 3.39 (4H. bs. N(CH2)2N). 4.55 (2H, bs, NCH2Ar), 6.66 (3H, m. CeHa. (Found: m/z 
236.0797. m\ CiiHi2N20*. requires 236.0797). 



b) 1 ■(2,3-Diacetoxvbenzyl)-2.3-dioxopfperazin9 

1-(2.3-Dlhydroxbenzyl)-2.3-dloxopiperazine (*1.65g) was suspended in dry dichloromethane (25ml) and 
treated with 4-dimethyldminopyridlne (lOmg), pyridine (4 drops) and acetic anhydride (1.57g). After I8h at 
room temperature, the Isolubies were removed by filtration and washed with dichloromethane. The filtrate 
produced more insoluble material, which was collected by filtration. The two crops were combined and 
recrystallised from ethanoi (2.2g; 98%). m.p. 175* C; p„,ax (Nujol) 3205. 1760. 1705. 1660. 1220 br. 1180 
and 1t60cm-'; Sh [90MHz; (CD3)2S01 2,21 (6H. s. 2 x CH3CO2). 3.23 (4H. bs. N(CH2)2N). 4.53 (2H. s. 
NCHzAr). 7.10-7.35 (3H. m, CsHa). 8.48 (1H. bs, exchangeable, NH). (Found: m/z 320.1008. M , 
CisHi6N206 requires 320.1008). 



c) E)-2-[[4-(2.3-Diacetoxybenzvl)-2.3-dioxoplpera2in-1 -vllcarbonvlaminol-2-phenvlacetlc acid 

D-Phenylgiyclne (378mg) was suspended in hexamethyldlsllazane (10ml) containing chlorotrlmethyl- 
silane (1ml) and the mixture heated at reflux under argon until a clear solution had been obtained. The 
volatiles were removed under reduced pressure and the residue suspended In dry tetrahydrofuran <10ml) 
under argon. 1-(2.3-Diacetoxybenzyl)-2.3-dloxoplperazlne (800mg) was suspended in dry dichloromethane 
(10ml) under argon and treated with chlorotrimethyisilane (298mg) then triethylamine (255mg). After 2h, the 
reaction mixture was treated with excess phosgene in tetrahydrofuran and stirred for a further 2h. The 
voiatiles were then removed under reduced pressure to yield a solid, ^max (CHaCIa) 1790. 1770. 1730 and 
1690cm-'. which was suspended In dry tetrahydrofuran tlOmO and this suspension added to the per- 
sllylated amino acid. After lh at room temperature, the reac^on mixture was treated with water (20mi) and 
5hA hydrochloric add to pH 1. It was stin-ed vigorously for 15 mins, then extracted well with ethyl acetate 
(50ml). The extracts were combined, washed with water (3 x 10ml), dilute hydrochloric acid, water (10ml) 
and saturated brine (10ml). Drying (MgS04) and evaporation to dryness under reduced pressure gave the 
title compound as a foam (895mg; 72%); w (KBr) 1771. 1715, 1690, 1207 and 1l64cm-^ 5h (90MHz; 
CDCI3) 2.24 and 2.26 (6H. 2s. 2 x CH3C02). 3.17-3.45 and 3.80-4.00 (4H. 2m, N(CH2)aN), 4.63 (2H. bs, 
NCHzAr). 5.45 (1H. d. J 6Hz. 2-H). 7.14-7.50 (8H. m. Ar). 9.78 (1H. d. J 6Hz, NH. exchangeable); m/z 
(FAB.) 520 (MNa*. 23%). 475 (11), 462 (17), 413 (10) and 365 (42). 
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d) Benzhydryl 7/3-[D-2«[[4'(2.3-Diacetoxybenzyl)-2.3'dioxopiperazin-1'y(]cafbony!aminQh2-phenyi 
acetamidol-7a-formamido«3'[(1,3.4'thiadia20l«2-vl-) thiomethyllceph«3-em-4-carboxylate 

Benzhydryl 7/9-amino-7a-fbrmamido-3-[(1.3.4-thiadiazol-2- yl)thiomethyl]ceph-3-em-4-carboxylate 
5 (269mg) and N,N'-dlcyc(ohexylcarbodiimrde (113mg) were dissolved in the minimum quantity of 
tetrahydrofuran and treated, dropwise. at room temperature with a solution of D-2-[[4-(2.3-diacetoxyben2yl)- 
2,3-dloxopipera2ln-1- ylIcarbonylamlno]2-phenylacetic acid (248mg) In tetrahydrofuran. After I8h. the mix- 
ture was filtered and the filtrate evaporated to dryness under reduced pressure. The residue was purified by 
chromatography through silica (<230 mesh ASTM). eluting with ethyl acetate in cyclohexane in a gradient 
10 from 70% to 90% ethyl acetate, tc give tiie product (267mg, 53%). p^ax (KBr) 1775. 1715. 1680, 1495. 
1466. 1369. 1258, 1207 and 1162cm-^ 5h [250MH2; (CDahCO] 2.28 and 2.32 (6H. 2s. 2 x CH3C02). 3.31 
and 3.17 (2H. ABq. J 20Hz. 2-H2), 3.43-3.57 and 3.95-4.04 (4H. 2m, N(CH2)2N). 4.38 and 4.68 (2H. ABq, J 
13H2. CH2SHet). 4.69 and 4.77 {2H. ABq. J ISHz. NCH2Ar). 5.31 (1H, s. 6-H). 5.72 (1H. d. J 7Hz. 2'-H). 6.92 
(1H. s. CHPh2). 7.20-7.70 (18H, m, 3 x CcHs and CeHa). 8.30 (IH. s, CHO). 8.54 (1H, bs. exchangeable, 
15 NHCH0)."iB.74 (1H. bs, exchangeable. 7i8-CONH), 9.31 (1H. s. thiadiazole 5-H). 10.02 (1H. d. J 7H2. 
exchangeable, ^-NH); m/z (F.A.B.) 1019 (MH+. 20%). 735 (19). 679 (13). 480 (24). 452 (95). 410 (100). 359 
(41), 343 (55) and 321 (46). 



20 e) Sodium 7jg-[D-2-[[4-(2.3-Dihydroxybenzyl)-2.3-dioxo piperazin-1-yl]carbonylaminoh2-phenylacetamidol- 
7q-formamido-3-[(1 .3,4^thladiazoi-2-yl)thiomethyl] ceph-3-em'4-carboxylate 

Benzhydryl 7jg-[D-2-[[4-(2,3-diacetoxybenzyl)-2.3-dioxopiperazin-1-yl]carbonylamino]-2- 
phenylac6tamido]-7a-formamido-3-[(1.3.4-thiadiazol-2-yl)thlomethyl]ceph-3-em-4-carboxylate (267mg) was 

25 dissolved in dry dichloromethane (lOmI) under argon and treated with anisofe (850mg) then trifluoroacetic 
acid (890mg) at 0-5 *C. Cooling was removed immediately and the mixture stirred at room temperature for 
0.5h. The volatiles were removed under reduced pressure and the residue azeotroped with dichloromethane 
(3 X 10ml). Trituration under diethyl ether gave a white solid (222mg. 100%). which was collected by 
filtration, wasbed with diethyl ether and dried under reduced pressure. 

30 The above solid (lOOmg) was suspended In water (3ml) and a trace of acetone and the.pH adjusted to 
8.0 with 2.5% aqueous sodium carbonate. Sodium sulphite (38mg) was added and the pH of the reaction 
mixture maintained between 8.9 and 9.1 by addition of 2.5% aqueous sodium carbonate when necessary. 
After 1.75h the mixture was chromatographed through HP20, eluting with tetrahydrofuran/water mixtures, 
and the product (22.5mg: 25%) was obtained after freeze-drying as a white powder; i^rnax (KBr) 1769. 1710. 

35 1676. 1609. 1508 (br). 1396. 1365. 1283, 1203 and 1064cm-'; Sh [250MH2: (CD3)2CO 020] 3.03 and 
3.41 (2H. ABq. J 16Hz. 2-H2), 3.58-3.73 and 3.90-4.03 (4H, 2m. N(CH2)2N). 4.08 and 4.42 (2H. ABq. J MHz. 
3-CH2). 4.67 (2H. bs. NCH2Ar), 5.25 (IH. s. 6-H).5.52 (1H. s, 2'-H). 6.71-6.90 (3H. m. CcHg). 7.34-7.56 (5H. 
m, CeHs), 8.13 (IH. s. CHO). 9.40 (IH. s. thiadiazole 5-H). 

40 

Example 17 



^ Sodium 6i8-[D-2-[4-(3.4-Dihydroxyphenyl)-2,3-dloxopiperazin-1-ylcarbonvlaminol-2-phenvlacetamido]-6a-for- 
mamidopenicillanate 



50 a) 1-(3.4-Dibenzyloxyph9nyl)-2.3-dioxopiperazlne 

3.4-OibenzyloxyaniIlne (11.38g) and N-(2-bromoethyl)phthalimlde (4.7g) were mixed together and heat- 
ed to 120*0 under argon. After 1h. tiie mixture was cooled to room temperature and triturated under 
dichloromethane (250ml). The insolubles were removed by filtration and the filtrate evaporated to dryness 
55 under reduced pressure. The residue was chromatographed rapidly through silica (<230 mesh ASTM). 
eluting with ethyl acetate/cyclohexane mixtures in a gradient of 0-30% ethyl acetate. The partially purified 
N-{2-(3,4-dibenzyloxyanilino)ethyl]phthalimide (7,4g) was heated under reflux in ethanol (100ml) in the 
presence of N-metiiythydrazine (2ml) for 4h. The solvents were removed under reduced pressure and tiie 
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residue shaken we!l with excess 10% aqueous sodium hydroxide and dichloromethane (250inl). The phases 
were separated, the organic phase washed with water (50ml), saturated brine {50ml) and filtered through 

• phase separation filter paper. The filtrate was evaporated to dryness under reduced pressure and the 
residue chromatographed through silica (<230 mesh ASTIW). eluting with dichloromethane then 10% 

5 methanol In dichloromethane. 

The partially-purified 2-{3.4-dibenzyloxyanilino)ethylamine (2.8g) was heated under reflux In diethyl 
oxalate (I0ml) for 1h» After cooling the mixture to room temperature, diethyl ether (100ml) was added and 
the resulting solid was collected by filtration, washed with diethyl ether and recrystallised from ethanol to 
give the title compound {1.63g: 22%), m.p. 173* C (EtOH) (Found: C. 71.23; H. 5.44; N, 6.95. C24H22N2O4 

10 requires C, 71.84; H. 5.47; K 6.98%); w (KBr) 3198. 1675. 1510, 1364. 1265. 1234. 1063, 1020. 737 and 
696cm-'; 5h [250MHz; (CD3)2S0] 3.40-3.56 and 3.75-3,89 (each 2H, m. N(CH2)2N). 5.10 and 5.18 (each 2H. 
s, 2 X CH2Ph). [6.89 (1H. dd. J 9 and 2H2). 7.07 (1H. d. J 9Hz) and 7.19 (1H, d. J 2H2) CsHa] and 8.74 (1H, 
s. exchangeable. NH) (Found: m/z 402.1584. M*. C24H22N20* requires 402.1679). 

IS 

b> Benzyl 6^-tl>2-[4-(3.4^Diben2vioxyphenvl)-2.3-dioxopiperazin-1 -ylcarbonylamlno1-2-phenvlacetamidoh6a- 
methvlthiopenicillanate 

1-(3,4-Dlben2yloxyphenyl)-2.3-dioxoplperazine (201 mg) was heated under argon and under reflux for 4h 
20 in 1.1.1,3.3.3-hexamethyldisalazane (10ml) and chlorotrimethylsllane (1ml). The mixture was evaporated to 
dryness under reduced pressure and the residue, Fmax (CH2C12) 1685 and 1670cm-\ redissolved in dry 
dichloromethane (10ml) under argon and cooled to 0-5 'C. Trichloromethyl chioroformate {120m) was 
added, cooling was removed and the mixture was stin-ed at room temperature for 1h. The volatiles were 
removed under reduced pressure and the residue, i^max (CH2CI2) 1800. 1690 br cm-', redissolved in dry 
2S dichloromethane (10ml). This solution was added at room temperature to a solution of benzyl 6^-(D-2- 
amino-2-phenylacetamido)6o-methylthiopenicillanate {242mg) and triethylamine (70ul) In dry dich- 
loromethane (lOmI). The solution was stirred for 0.5h. washed with water (10ml), saturated brine (10ml), 
dried (MgSO*) and evaporated to dryness under reduced pressure. Chromatography through silica (<230 
mesh ASTM). eluting with ethyl acetate/cyclohexane mixtures in a gradient of 20-40% ethyl acetate, gave 
00' the title compound (272mg; 61%); w (KBr) 1775. 1740. 1710 and 1690cm-^ 6h [250MH2; (CD3)2CO] 1.04 
and 1.22 [each 3H. s. 2-(CH3)2]-2.33 (3H. s. SCH3). 4.01-4.27 (4H. m. N(CH2)2N). 4.41 (1H. s,.3-H), 5.13- 
5.27 (6H. m, 3 x CH2Ph). 5.46 (1H. s, 5-H). 5.74 (1H. d. J 7Hz. PhCHCO), 6.98-7.61 (23H. m, 4 x CcHs and 
CeHa). 8.78 (1H, s, exchangeable, 6i5-CONH), 10.04 (1H, d. J 7Hz. exchangeable. NHCHCO). 

35 

c) Benzol eg-f D-2-[4-(3.4-Dibenzvloxyphenvl)-2.3Kiioxopiperazin-1 -yicarbonylaminol-2-phenvlacetamidol-6a- 
formamidopenicillanate 

Benzyl 6je-[D-2-[4-(3.4-diben2yIoxyphenyl)-2.3-dloxopiperazin-1-yicarbonyIamlno]-2-phenylacetamido]- 

40 6a-methylthiopenicillanate (272 mg) was dissolved at room temperature In dry N.N-dlmethylformamlde 
(5ml). Mercuric acetate (98mg) was added foilowed immediately by a solution of ammonia In N.N- 
dlmethyiformamide (10% excess of ammonia). After 15 min.. the reaction mixture was diluted with ethyl 
acetate (50ml) and filtered. The filtrate was washed with water (5 x 25ml), saturated brine (25ml), dried 
(MgS04) and evaporated to dryness under reduced pressure. The residue was redissolved in dry 

45 dichloromethane (lOmi). cooled to 0-5* C under argon and treated with pyridine (248ul) followed by 
aceticformic anhydride (121ul) and the cooling removed. After 3h at room temperature, the reaction mixture 
was washed with water (lOml). saturated aqueous sodium hydrogen carbonate (10ml). water (10ml), 
saturated aqueous copper sulphate (10ml), water (10ml). saturated brine (lOmt). dried (MgSO^) and 
evaporated to dryness under reduced pressure. The residue was chromatographed through silica (<230 

50 mesh ASTM), eluting with 75% ethyl acetate In cyclohexane. to give the title compound (130mg; 48%); I'max 
(CH2CI2) 1780. 1740. 1690 br cm^^ 6h [250MHz; (CD3)2C0] 0.90 and 1.17 (each 3H. s. 2-(CH3)2), 4.03-4.24 
(4H. m. N(CH2)2N). 4.41 (1H. s. 3-H). 5.12-6.29 (6H, m. 3 x CH2Ph). 5.60 (1H, s. 5-H), 5.74 (1H, d, J 7Hz. 
PhCHCO), 6.98-7.67 (23H. m. 4 x CcHs and CsHa), 8.18 (1H. s. CHO). 8.29 (1H. br s, exchangeable. 
NHCHO). 8.80 (1H. s. exchangeable. 6i8-CONH). 10.14 (1H. d, J 7Hz. NHCHCO); m/z (F.A.B.) 933 (MNa+. 

55 50%). 91 1* (MH^ 4) and 531 (100). 
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d) Sodium 6MO'2-[4^(3.4»Dihydroxyphenvl)-2,3-dloxopiperaan-1-vlcarbonvlaminol-2*phenvl 
formamidopentciilanate 

Benzyl 6j8-(D-2-(4-(3,4-dibenzyloxyphenyl)-2.3<iioxoplpera2in-1-ylcarbonylamino]-2-phenylacetamidoh 
5 6a-formamidopeniciilanate (130mg) was dissolved in redistilled tetrahydrofuran (ISnnI) and hydrogenated 
over a mixture of 10% palladium on carbon (lOOmg) and palladium blacic (100mg) until complete 
deprotectlon had been achieved. The catalyst was removed by filtration through Celite and the filtrate 
evaporated to dryness under reduced pressure. The residue was redissolved in the minimum quantity of 
acetone and treated with a 1 .93M solution of sodium 2-ethylhexanoate in methylisobutyl ketone (64ul). The 
10 volatiles were then removed under reduced pressure and the residue triturated under diethyl ether and the 
title compound (81mg; 86%) obtained by filtration: i^cnax (KBr) 1777. 1684. and 1610cm-^ [250MHz; D2O 
+ (CD3)2CO] 1.00 and 1.40 (each 3H. s. 2'(CH3)2). 4.11-4.23 and 4.27-4.38 (each 2H. m. N(CH2)2N). 4.25 
{1H. s. 3-H). 5.72 (1H. s. 5-H). 5.75 (1H. s. PhCHCO), 6.88-7.09 (3H. m. CcHa). 7.49-7.74 (5H, m. CgHg). 
8.27(1H.S. CHO). 

Example 18 



20 

Sodium 6j3'[D-2-[4-t2-(3.4-Dihvdroxyphenyl)ethyl>2.3-dioxoplperazin»1*ylcarbonylaminol-2- 
phenylacetamidoHtt-formamidopenlcillanate 



25 

a) 1-Amino-2-[2«(3,4*dibenzyloxyphenyl)ethylamino] ethane 

1-Amino-2-(3.4-dlbenzyloxyphenyl)ethane {4.7g) and 2-bromoethylamine hydrobromide (1.45g) were 
heated at reflux in toluene (50ml) for 5h. The reaction mixture was cooled to room temperature and made 

30 basic (ca. pH 14) with 10% aqueous sodium hydroxide solution. The phases were separated and the 
organic phase washed with water (25ml) and saturated )}rine (25mt) before being filtered through phase 
separation filter paper. The filtrate was evaporated to dryness under reduced pressure and chromatog- 
raphed through silica (<230 mesh ASTM). eluting with mixtures of methanol in dichloromethane in a 
gradient of 0-30% methanol. The title compound was obtained as a dark-brown oil (0.73g; 27%); 5h (6OMH2: 

35 CDCI3) 2.73 (8H, brs. 2 x CH2CH2). 3.50 (3H, brs. exchangeable, NH and NH2). 5.00 (4H, m. 2 x PhCH20). 
6.56-6.82 (3H. m. CgHa), 7.07-7.50 (10H, m. 2 x CsHs). 



b) 1-[2-(3,4-Diben2yloxyphenyi)ethyll-2.3-dioxopipera2ine 

40 

1-Amino-2-[2-(3,4-dibenzyloxyphenyl)ethylaminoIethane (0.73g) was heated at reflux in diethyl oxalate 
(lOmi) for 1h. The mixture was evaporated to dryness under reduced pressure and the residue chromatog- 
raphed through silica (<230 mesh ASTM), eluting with ethyl acetate then 10% ethanol in ethyl acetate, to 
give the product (0.35g; 42%); i^max (CH2CI2) 3380. 1700 and 1678cm-\ Sh (6OMH2; CDCI3) 2.51-3.75 (8H. 
46 m, 2 X CH2CH2). 5.10 (4H. s, 2 x CH2Ph). 6.60-7.75 (13H. m, 2 x CsHs and CsHa). 8.43 (1H. brs. 
exchangeable, NH). 



c) Benzyl 6/3-[D-2'[4-[2-(3,4-Dibenzvloxyphenvl)ethyll -2,3-dloxoplpera2in-1-ylcarbonylaminol-2- 

50 phenylacetamido]-6a-methylthiopenicillanate 

1-[2-(3,4-Oibenzyloxyphenyl)ethyt]-2.3-dioxopiperazine (350mg) was dissolved in dry dichloromethane 
(10ml) under argon and treated with chlorotrlmethylsitane (88.3mg) and triethylamine (82.2mg). More 
chlorotrimethylsilane (44.15mg) and triethylamine (41.1mg) were added after 2h and the mixture stinred for a 
55 further 1h. Infra-red analysis of the mixtur, ^max (CH2CI2) 1670. 1665 sh cm''^ showed complete silylation 
and the mixture was treated with trichloromethyl chloroformate (162mg). After 0.75h. the volatiles were 
removed by evaporation under reduced pressure and the residue. F^ax (CH2CI2). 1800. 1720 and 1685cm'\ 
redissolved in dry dichloromethane (10ml). This solution was added to a solution of benzyl 6/3-(D-2-amino-2- 
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phenylacetamido)-6a-methylthiop8nldllanate (394mg) and triethylamine (82.2mg) In dry dichloromethane 
(lOml). After 0,5h. the mixture was washed with water, saturated brine, dried (MgSOi) and evaporated .to 
dryness under reduced pressure. The residue was chromatographed through silica (<230 mesh ASTM), 
eluting with 50% ethyl acetate in cyclohexane then 60% ethyl acetate in cyclohexane to give the title 
compound (629mg; 82%); w (CH2CI2). 1780. 1740 sh, 1710. 1690 and 1180cm-^: 5h (250MHz; (CDahCO) 
1.03 and 1.21 (each 3H. s, 2-(CH3)2). 2.31 {3H. s. SCH3). 2.85 (2H. t. J 7H2, ArCHaCHa). 3.32-3.42 (2H, m. 
CH2NCH2CH2N). 3,66 (2H. t. J 7Hz, CHaNCHaCHzN). 3.76-3.87 (2H. m. NCH2CH2NC0). 4.40 (1H. s. 3-H). 
5.14 and 5.18 (each 2H, s. 2 x ArOCH2Ph), 5.18 and 5.24 (2H. ABq. J 14Hz. C02CH2Ph). 5.45 (1H, s, 5-H). 
5.70 (1H. d, J 7Hz. PhCHCO) (6.81 (1H. dd, J 8 and 2Hz). 6.98 (IH. d, J 8H2), 7.05 (1H. d. J 2Hz). CsHal, 
7.25-7.62 (20H. m. 4 x CsHs). 8.76 (1H, s. exchangeable. 6j8-CONH), 10.00 (1H. d, J 7H2. NHCHCO); rn/z - 
(FAB.) 964 (MNa*. 100%) and 534 (50). 

d) Benzyl 6ig-tD'2-t4-[2-(3.4-Diben2yloxvphenyi)ethyl] '2,3-dioxopipera2in-1-vlcarb onviamino]-2- 
phenvlacetamidol-ecrformamidopenlclllanate 

Benzyl 6 j8-[D-2-[4-[2-(3,4-dibenzy loxypheny l)ethy n-2.3-dioxopiperazin-1 -y lcarbonylamino]-2- 

phenylacetamido]-6a-formamidopenicillanate (629mg) was dissolved in dry N.N-dimethylformamide (10ml) 
under argon and Ueated with mercuric acetate (213mg) then an excess of ammonia in dry N,N- 
dlmethylformamide. After 0.5h. the mixture was diluted with ethyl acetate (50ml) and filtered. The filtrate 
was washed with water (5 x 20ml). saturated brine (20ml). dried (IVIgSOi) and evaporated to dryness under 
reduced pressure. The residue was dissolved in dry dichloromethane (20ml) under argon and treated with 
pyridine (528mg) then acetic formic anhydride (294mg) and the resulting mixture stinred at room tempera- 
ture for 3h. The reaction mixture was washed with water (20ml), saturated, aqueous sodium hydrogencar- 
bonate (20ml), water (20ml), saturated, aqueous cupric sulphate (20ml). water (20ml). saturated brine 
(20ml). dried (MgSOi) and evaporated to dryness under reduced pressure. The residual foam was 
chromatographed through silica (<230 mesh ASTM), eluting with cyclohexane/ethyl acetate mixtures in a 
gradient of 70-100% ethyl acetate, to give the title compound (446mg; 71%); p^ax (KBr) 1786. 1740. 1710 
and 1690cm-^; 5k [250MHz; (CD3)2C0] 0.90 and 1.18 (each 3H. s, 2-(CH3)2). 2.88 (2H, t. J 7Hz. 
ArCH2CH2N). 3.31-3.41 (2H, m. NeH2CH2NCO). 3.87 (2H. t, J 7Hz. ArCHaCHaN). 3.78-3.87 (2H. m, 
NCH2CH2NCO). 4.39 (1H. s. 3-H). 5,11-5.29 (6H. m, 2 x 0CH2Ph and C02CH2Ph). 5.69 (1H. s. 5-H), 5.69 
(1H. d, J 7Hz. PhCHCO). [6.80 (1H. dd. J 8 and 2Hz). 6.98 (1H. d. J 8Hz). 7.07 (IH, d. J 2Hz). CsHa], 7,24- 
7.62 (20H. m, 4 x CgHs), 8.18 (IH. d. J iHz. CHO). a25 (IH. brs. exchangeable, NHCHO). 8.80 (IH, brs. 
exchangeable. 6/3-CONH), 10.05 (IH, d, J 7Hz, exchangeable, NHCHO). rn/z (F.AB.) 981 (MNa , 65%) and 
531 (100). 

e) Sodium 6i3-[D-2-[4-[2-{3.4-Dihydroxvphenyl)ethvi-2«3-dioxopiperazin-1-ylcari3onvlaminol-2- 
phenvlacetamidol-6a-formamidopenlcillinate 

Benzyl 6i5-ID-2-[4-(2-(3,4<llbenzyloxyphenyl)ethyll-2.3-dioxopiperazin-1-y!carbonyiamino]-2- 
phenylacetamido]- 6a-formamidopenicillanate (446mg) was hydrogenated over a mixture of 10% palladium 
on caribon (225mg) and palladium black (225mg) in redistilled tetrahydrofuran (20ml) until complete 
deprotection had been achieved. In this case a change of catalyst was found to be necessary for the 
reaction to go to completion. When deprotection was complete, the catalyst was removed by filtration 
through 'Cellte'. The filter bed was washed with redistilled tetrahydrofuran and the filtrate evaporated to 
dryness under reduced pressure. Trituration under diethyl ether gave a crude free acid (238mg; 75%), 
which was collected by filtration, washed with diethyl ether and dried under reduced pressure. The free acid- 
(150mg) was dissolved in water (10ml) by addition of saturated, aqueous sodium hydrogencarbonate to pH 
6.5 and subjected to HP20 chromatography. Elution with jnixtures of tetrahydrofuran in water gave a 
number of column fractions containing the title compound: These were combined and evaporated to 
dryness under reduced pressure. The last traces of water were removed by azeotroping with ethanoi (10ml) 
then toluene (10ml). The residual, white solid was triturated under diethyl ether and the title compound 
collected by filtration, washed with diethyl ether and dried under reduced pressure (61 mg; 19%); ^max (KBr) 
1773, 1710, 1679 and 1610cm-^ «h (250MHz; D2O) 0.83 and 1.23 (each 3H, s. 2-(CH3)2). 2.79 (2H. t. J 
6Hz. ArCH2). 3.30-3.46 (2H. m. NCH2CH2NC0). 3.59-3.86 (4H. m. CH2NCH2CH2NCO). 4.14 (IH, s, 3-H), 
5.40 (1H.1. 5.H). 5.56 (IH. s. PhCHCO), 6.62-6.88 (3H. m, CeHs), 7:36-7.54 (5H. m. CsHg). 8.08 (IH. s, 
CHO). 
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Example 19 



5 Sodium 7j3-[DL-2-[4"(3>Dihydroxyphenvl)-2.3Kiioxopiperazin-1-ylcarbonylamlno>2-phenvlacet^ 
formajT<idO'3-[(1.3.4'thiadiazol-2-yOthiorn9thvl]ceph'3'ern-4-carboxylate 



10 a) 1-(3,4-Diacetoxyphenyl)*2.3-dloxopipera2ine 

1-(3.4-Dib8nzyloxyphenyl)-2,3-dioxopipera2ine (797mg) was dissolved In methanol and tetrahydrofuran 
(1:1; 200ml) and hydrogenated over 10% palladium on carbon (797mg) until hydrogen uptake had ceased. 
The catalyst was removed by filtration through 'Celite*. the filter bed washed with methanoi/tetrahydrofuran 

IS (1:1, 3 X 20ml) and the filtrate evaporated to dryness under reduced pressure to give 1-(3.4-dihydrox- 
yphenyl)-2,3-dioxoplpera2ine (406mg; 92%) as a grey solid. 

The above piperazinedlone was suspended in dry dichioromethane (20mt) under argon and treated with 
pyridine (0.1ml). 4-dimethylaminopyridine (10mg) and then acetic anhydride (410mg). After 18h at room 
temperature, the Insoluble solid (356mg: 64%) was collected by filtration, washed with a small volume of 

20 ethanol and then diethyl ether. The filtrate was evaporated to dryness under reduced pressure and the 
residue triturated under a small volune of ethanol. The resulting solid (I65mg; 29%) was collected by 
filtration and washed with diethyl ether. The two crops were combined and recrystalllsed from ethanol 
(334mg: 60%). m.p. 197-198* C; y^ax (KBr) 1772. 1709. 1674 and 1200cm-^ «h (60MHz; (CDajaCO + 
(CD3)2SO] 2.30 (6H. s. 2 x CH3CO2). 3.42-3.69 and 3.83-4.15 (each 2H. m. N(CH2)2N), 7.33 (3H. br s, 

25 C6H3), 8.16-8.99 (1H, diffuse, exchangeable, NH). 



b) D-2-[4-(3,4-Diacetoxyphenyl)-2.3'dloxopiperazin-1 ''Vicarbonylaminol-2-pheny lacetic acid 

30 1-(3,4-Dlacetoxyphenyl)-2,3-dloxopiperazlne (294mg) was suspended in dry .dichldromethane (20ml) 
under argon and treated with chlorotrimethylsilane (I04mg) followed by triethylamlne (97mg). Examination 
of the reaction mixture after 1h by infra-red spectoscopy (v^ax {CH2CI2) 1770. 1685 and leaScm"') showed 
complete conversion to the 0-sllyliminoether. Trichloromethyi chlorofonmate (190mg) was added and the 
resulting mixture stirred at room temperature for a further 1h. Evaporation to dryness under reduced 

35 pressure gave the carbonyl chloride (i^max (CH2CI2) 1800. 1770. 1720 and 1700cm**) which was redissolved 
in dry dichioromethane (20ml). This solution was added to a solution of persilyiated D-phenytglycine in dry 
dichioromethane (20ml) (prepared by heating D-phenylglycine (145mg) in hexamethyldisilazane (10ml) 
containing chlorotrimethylsilane (1ml) under argon at reflux for 2h) and the resulting mixture stinred at room 
temperature under argon for 0.5h. The volatiles were removed under reduced pressure and the residue 

40 treated with ethyl acetate (50ml) and 1M hydrochloric acid (20ml). After stining vigorously for 15 min., the 
phases were separated and the organic phase washed with 1M hydrochloric acid (20ml), water (20ml). 
saturated brine (20ml), dried (MgSOi) and evaporated to dryness under reduced pressure to give the title 
compound (420mg; 90%) as a white foam; y^ax {CH2CI2) 1770. 1715. 1700 and 1205cm-^ [60MHz; 
(CD3)2CO] 2.25 (6H. 2 x CH3CO2). 4.02 (4H. br S. N(CH2)2N). 5.49 (1H. d. J 7Hz. PhCHCO). 7.10-7.53 (8H, 

45 m. aromatics), 8.35-9.20 (1H. diffuse, exchangeable, CO2H), 9.84 (1H, d. J 7Hz. exchangeable. NH). 



c) Benzhydryi 7i8-[DL-2-[4-(3.4-Dlacetoxyphenyl)-2,3-dloxopipera2in-1 -ylcarbonylamino]-2-phenylacetamidol- 
7q-formamido-3-[(1.3.4-thiadla20l-2-yl)thiomethyl]ceph-3-em-4-carboxvlate 

50 

Benzhydryi 7^-amino-7a-formamido-3-[(1,3.4-thlaciiazol-2-yl)thiomethyl]ceph-3-em-4-carboxylate 
(468mg) and N.N dicyctohexylcarbodiimide (196mg) were dissolved in the minimum volume of acetone and 
the solution cooled to 0-5 "C. A solution of D-2-[4-(3,4-dlacetoxyphenyl)-2.3-dioxopiperazin-1- 
ylcarbonylamino]-2'phenylacetic acid (420mg) in the minimum volume of acetone was added slowly and the 
56 mixture stirred at room temperature for 18h. The insolubies were removed by filtration, washed with acetone 
(20ml) and the filtrate evaporated to dryness under reduced pressure. Chromatography through silica (<230 
mesh ASTM), eluting with ethyl acetate/cyclohexane mixtures in a gradient of 80-100% ethyl acetate, gave 
tiie titje compound (305mg; 35%) as a white foam; y^ax (CH2Cl2)-1770, 1700 br. 1205 and 1180cm"'^ 6h - 
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(250MH2: (CD3)2C0] 2.28 (6H, s. 2 x CHaCOa). 3.18 and 3.30. and 3.49 and 3.82 (each 2H. ABq. J I6H2. 
2-H2. isomers). 4,11-4.28 (4H. m. NCCHahN), 4.38 and 4,68. and 4.39 and 4.71 (each 2H. ABq. J I6H2. 3- 
CHaS. isomers), 5.30 and 5.31 each IH. s. 8-H, isomers), 5.76 and 5.81 (each 1H, d. J 7Hz. PhCHCO; 
Isomers). 6.93 and 6.94 (each IH. s. CHPha. isomers). 7.21-7.68 (18H. m, aromatics). 8.24 and 8.30 (each 
IH. s. CHO, isomers). 8.55 (IH, br s. exchangeable. NHCHO). 8.62 and 8.74 (each IH, br s. exchangeable, 
7/9-CONH. isomers). 9.30 (IH. s. thiadlazols 5-H). lO.OsllH. d. J 7Hz. exchangeable, NHCHCO) 

d> Sodium 7/3-[DL-2-[4-(3.4'Dihvdroxvphenyl)-2.3'dioxopipera2in-1 -vlcarbonYlamlno1-2-p henviacetamidol-7tt- 
formamid0'3-f(1.3.4>thiadiazoh2-vl)thiomethynceph-3-em-4<arboxylate 

Benzhydryl 7jS-[DL-2-[4-(3.4-diacetoxyphenyl)-2.3-dIoxopipera2ln-1-ylcarbonylamino]-2- 
phenylacetamldol-7a-formamldo-3-[(1 ,3.4-thiadia20l-2-yl)thiomethyi]ceph-3-em-4-carboxylate (305mg) was 
dissolved in dry dichloromethane (10ml) under argon and cooled to 0-5* C. Anisole (984mg) and then 
trifluoroacetic acid (1 .04g) were added and the mixture allowed to regain room temperature. After 0.5h at 
room temperature, the volatiles were removed under reduced pressure and the residue triturated under 
diethyl ether. The resulting solid was collected by filtration, washed with diethyl ether and dried in air. 

The above free acid was suspended In water (5ml) and dissolved by the addition of saturated, aqueous 
sodium hydrogen carbonate to pH 7.2. A suspension of acetyl esterase In 2.5M aqueous ammonium 
sulphate solution (1.0ml. ex. Sigma) was added and the mixture gently agitated. A further portion (1,0ml) of 
enzyme was added at 0.75h and again (1.0ml) at 1.5h. When analysis by high performance liquid 
chromatography showed that reaction was complete, the reaction mixture was subjected to chromatography 
through HP20. Elution with mixtures of tetrahydrofuran in water in a gradient 0-30% tetrahydrofuran, 
followed by freeze-drying of the relevant column fractions, gave the, title compound (34mg; 14%) as a white 
powder; w (KBr) 1780. 1705. 1675. 1516. 1390. 1362 and 1186cm-': 5h [250MHz; D2O + (CD3)2CO] 2.98 
and 3.36, and 3.00 and 3.50 (each 2H, ABq, J 17Hz, 2-H2. isomers). 3.93-4.51 (6H. m, N(CH2)aN and 3- 
CH2S). 5.18 and 5.23 (each IH. s. 6-H, isomers). 5.56 and 5.52 (each IH. s. PhCHCO, isomers), [6.78 (IH. 
dd. J 2 and 8Hz). 6.89 (IH. d. J 2Hz) and 6.95 (IH. d. J 8H2). CsHa], 7.37-7.59 (5H. m. CeHs). 8.06 and 
8,11 (each IH, s, CHO). 9.38 and 9.39 (each IH, s, Ihiadiazole 5-H. isomers). 



Example 20 



Sodium 3-Acetoxvmethvl-7i3-rD-2-[4-(3.4-dlhvdroxybenzyl) -2.3-dioxopiper azin-1-ylcarbonvlamino>2> 
phenvlacetamido]ceph-3-em-4-carboxylate 

1-(3,4-Dihydroxybenzyl)-2,3-dloxoplperazine (236mg) was suspended In dry dichloromethane (20ml) 
under argon and treated with chlorotrimethylsilane (32emg) then triethylamine (303mg). After 1h at room 
temperature, p^bx (CH2CI2) 1670cm"\ the mixture was treated with trichloromethyl chloroformate (198mg) 
and stirred at room temperature for a further 1.5h. The volatiles were removed by evaporation under 
reduced pressure to yield the carbonyl chloride intimately mixed with triethylamonium chloride. Pmax - 
(CH2CI2) 1800. 1725 and 1690cm•^ This mixture was redissolved in dry dichloromethane (20ml) and added 
to a solution of 3-acetoxymethyl-7/3-(D-2-amino-2-phenylacetamldo)ceph-3-em-4-carboxylic acid (0.5g) and 
triethylamine (0,4ml) in dry dichloromethane (20ml). After 2h at room temperature, the mixture was 
evaporated to dryness under reduced pressure and the residue treated with water (30ml) and ethyl acetate 
(30ml). The phases were separated, the aqueous phase washed with ethyl acetate (30ml) then 'layered* with 
ethyl acetate (30ml). This two-phase mixture was treated with 5M hydrochloric acid to pH 2.0 and the 
phases separated. The aqueous phase was further extracted with ethyl acetate (25ml). the extracts 
combined, washed with 1M hydrochloric acid (20ml), water -(200)1). saturated brine (20ml), dried (MgSOi) 
and evaporated to dryness under reduced pressure. The resulting solid was redissolved In dry acetone 
(5ml) and treated with 1.93M sodium 2-ethylhexanoate in 4-methylpentan-2-one (0.35ml). Diethyl ether 
(50ml) was added and the title compound. 419mg (61%). collected by filtration, washed with diethyl ether 
(50ml) and dried under reduced pressure; w (KBr) 1765, 1715, 1685. 1609. 1517. 1395. 1364 and 



42 



EP 0 293 532 A1 



5 



15 



1232cm-'; (250MHz; O2O) 2.04 {3H. s. CHaCOa). 3.07-3.54 (4H, m, 2-H2 and ArCHaNCHa). 3.65-3.98 
(2H. m. CONHCH2CH2N). 4.49 (2H, brs. CHaAr), 4.61 and 4.81 (2H. ABq, J 12Hz. 3-CH2S), 4.96 (1H. d, J 
5Hz. 6-H). 5.41 TlH. s. PhCHCO). 5.62 (1H, d. J SHz. 7-H). 6.68-6.89 (3H. m. CsHa), 7,34-7.53 (6H, m. 
CsHs). 



Example 21 



Sodium 3-Acetoxym9thyl-7iS-[D-2-[4-(1,4-dihydro-5-hydroxy-4«oxopyridin-2-yi)methyl-2,3<lioxopip8razin-1- 
ylcarbonviaminol-2-phenylacetamtdolceph-3-9m-4-carboxylate 



(a) 1«(1 ,4-Oihydro-5-hydrQxy-4-oxQpyridln-2'yl)methyi-2.3-dioxopiperazin9 



1-(4.5-Oibenzyloxypyridin-2-yl)methyt-2,3-dioxopiperazine (I.Og) was dissolved in a mixture of methanol 
and tetrahydrofuran (1:1; 150ml) and hydrogenated at STP over 10% palladium on carbon (I.Og). When 
20 hydrogen uptake had ceased, the catalyst was removed by filtration through "Celite". the filter bed washed 
with a mixture of methanol and tetrahydrofuran (1:1; 3 x 20ml) and the filtrate evaporated to dryness under 
reduced pressure to give the title compound as a white powder (46Smg; 82%), m.p. 177' C (dec); Pmax * 
(Nujol) 1700, 1660. 1650 and 1635cm-^ 5h (60MHz; (CD3)2S0] 3.27-3.54 (4H. m. N(CH2)2N), 4.48 (2H, s, 
NCHapyr). 6^5 and 7.34 (each 1H, s, 2 x pyridone-CH), 8.32-8.76 (1H, brs, exchangeable, pIperazine-NH). 

26 

(b) Sodium 3-acetoxymethyl-7ff-[D-2'[4'(1.4<lihydro-5-hydroxy-4-Qxopyridin-2-yl)methyU2,3<lioxopip9ra2in- 
1-ylcarbonylaminol-2-phenylacetamidolceph-3-em-4"carboxylate 

30 1-(1,4-Olhydro-5-hydroxy-4^oxopyridin-2-yl)methyt-2.3-dtoxopipera2lne (237mg) was suspended In dry 
dichloromethane (20ml) under argon. Chlorotrtmethylsllane (0.38ml) followed by triethyJamine (0.42ml) were 
added and the mixture stirred at room temperature for 1h. The resulting solution, [vmax (CH2CI2) 1675 and 
I665cm"^], was treated with trichloromethyl chloroformate (0.12ml) and the resulting mixture stirred at room 
temperature for a further 0.75h. The volatiles were removed under reduced pressure and the residue [Fmox - 

35 (CHaCIa) 1865, 1855. 1795, 1725 and 1690cm~^] suspended in dry dichloromethane (20ml). This suspen- 
sion was added to a mixture of 3-acetoxymethyl-7/3-(D-2-amino-2-phenylacetamldo)ceph-3-em-4-carboxylic 
acid dihydrate (O.Sg), triethylamine (0.4ml) and 3A molecular sieves (5g) in dry dichloromethane (20m() 
under argon at room temperature and the resulting mixture stirred for 1h. The insoluble material was 
removed by filtration and the filtrate evaporated to dryness under reduced pressure. The residue was 

40 treated with water (25ml) and ethyl acetate (25mi) and the phases separated. The aqueous phase was 
'layered* with ethyl acetate (25ml) and acidified to pH 2 with 5M hydrochloric acid. The insoluble material 
was collected by filtration, washed with water (10mi) and ethyl acetate (10ml). It was then suspended In 
water (20ml) and dissolved by addition of saturated aqueous sodium hydrogen carbonate solution to pH 8.0. 
The resulting mixture was subiected to chromatography through HP20. eiuting with mixtures of 

45 tetrahydrofuran in water in a, gradient of 0-50% tetrahydrofuran. The product-containing fractions were 
combined, concentrated under reduced pressure and freeze-dried to give the title compound (80mg; 12%); 
'max (KBr) 1772, 1717. 1508. 1394, 1363 and 122gcm-^ Sh t250MHz; (CD3)aS0] 2.02 (3H, s. CHaCOa) 3.37 
and 3.51 (2H. ABq. J 18Hz. 2-H2). 3.48-3.84 (2H, m. CHaNCHaCHaN), 3.87-4.05 (2H. m. NCHaCHaNCO). 
4.50 (2H, 2 brs. CHapyr). 4,67 and 4.97 (2H. ABq, J 13H2. 3-CH2S), 5.01 (1H. d. J SHz, 6-H), 5.66 (1H. d. J 

50 7Hz. PhCHCO). 5.74 (1H. dd, J 5 and 8H2. 7-H). 6.35 (1H, brs. pyrldone 3-H), 7.28-7.56 (6H. m, CsHs and 
pyridone 6^H), 9.48 (1H. d. J 8Hz, exchangeable. 7i3-CONH). BM (1H. d. J 7Hz, exchangeable. NHCHCO). 



Example 22 
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Sodium f6R,7Rl 3>(l.3,4-Thiadiazol>2-yl)thiomethyi-7[[R]-2[2,3'<iioxo^3>dlhvdroxyben^ 
piperazin'1*viH:arbonviaminol'2'i3henvlacetamidoV7«formamido-^ 



5 

(a) 1 -t'Butoxvcar bonvl"2(2'hydroxvethvi)hydra2ine 

Glycolaldehyde (2g) and t-butyl carbazate (4.4g) were each dissolved Into warm ethanol (30ml). The two 
solutions were combined and evaporated. The residual gum was redlssolved Into ethanol (20ml) and toluene 
(50ml) and reevaporated. This process was repeated three times before the residual gum was tal<en up into 
ethanol (100ml) and hydrogenated over 10% palladium on carbon (5g) until hydrogen uptake had ceased. 
The reaction was filtered, evaporated and chromatographed on silica eluting with ethyl acetate and n* 
hexane (2:1). The product was Isolated as an oii that slowly crystallized (3g: 51%), m.p,53*C; I'max (KBr) 
3308 and 1706cm-»: 6 (CDCb) 1.5 (9H. s). 2.88-3.16 (2H. m). 3.56-3,86 (2H. m). 4.20 (2H. br s). 6.98 (1H. br 
s): m/2 117 (MH*. 2%) and 121 (100). 



(b) Ethyl N-(t-Butoxycarbonvlamino)-N(2«hvdroxyethyl)oxamate 

The product from part (a) (2,53g) was dissolved into dry tetrahydrofuran (50ml) and cooled to 0*C 
under argon. Propylene oxide (4ml) was added followed by dropwis© addition of ethyl oxalylchloride 
(1.76ml) in dry tetrahydrofuran (10ml). After 15 minutes the reaction was evaporated causing the product to 
crystallize. The solid was washed with hot n-hexane (3 x 30ml) followed by ether (2 x 20ml) before being 
dried under vacuum (3g; 75.6%); m.p. 130-131 "C: w (KBr) 3437, 3198. 1741 and 1675cm-'; 5 (CDCI3) 
1.11-1.66 (12H. m). 3.23 (1H. br s). 3.49-3,87 (4H, m). 4.03-4.5 (2H, m) and 7.34 (1H, br s); m^z 553 (2M + 
H*. 4%), 277 (MH+ 23), 221 (93) and 203 (100). 



• (c) Ethyl N-(t-Butoxycarbonvlamino)-N-{2-methanesulphonyloxyethyl)oxamate 

30 

The product from part (b) (2.92g) was dissolved Into dichloromethane (50ml) and cooled to -20 C under 
argon. Triethylamlne (1.5ml) was added followed by the dropwise addition of methanesulphonyl chloride 
(0.9ml) dissolved into dichloromethane (10ml). After 20 minutes the reaction was diluted with chloroform and 
washed with water (4 x 80ml), dried (MgSO*) and evaporated to a colourless oil. The product ctysalllzed on 
35 standing and was triturated with n-hexane and filtered (3.31 g; 88.4%); m.p. 74-75* C; f^ax (KBr) 3288. 1743 
and 1700cm-^ 6 (CDCI3) 1^-1.69 (12H, m), 3.09 (3H, s). 3.69-4.62 (eH, m). 7.23 (1H. br s); m/z 299 (100). 



(d) Ethyl N-(t-Butoxycarbonvlamlno)-N-(2-azidoethyl)oxamate 

The product from part (c) (3.31 g) was dissolved Into N.N-dimethylformamide (35ml) and tetramethyl- 
guanidium azide (1.68g) was added. The reaction was heated to 55*C for 2.5 hours and then allowed to 
cool. After dilution with ethyl acetate (70ml) the solution was washed with brine (3 x 50ml), dried (MgS04) 
and evaporated to an oii. Chromatography on silica eluting with n-liexane/ethyl acetate (3:1 graduating to 
45 1:1) afforded the product as a colourless oil (1.73g: 61%); w (film) 3300, 2098. 1739 and 1688cm-^; 6 - 
(CDCI3) 1.14-1.64 (12H. m), 3.4-3.93 (4H. m), 4.1-4.53 (2H, m), 7.34 (1H. br s). 

(e) 1 (t-8utoxycarbonvlamlno)-2.3-dioxopiperazine « 

The product from part (d) (1.6g) was dissolved Into tetrahydrofuran and methanol (1:1. 80ml) to which 
was then added Lindlar catalyst (1.5g) as a suspension in ethanol (10ml). The reaction was then 
hydrogenated and monitored by I.R. for the disappearance of the stretching frequency occurring at * 
2098cm"'. After 0.5 hour the reaction was filtered and evaporated. The crystalline residue was triturated 
55 with ethanol (30ml), and ether (30ml) then added. The product was filtered and dried under vacuum (1.195g: 
98%); m.p. 189* C; w (KBr) 3233, 3134 sh, 1736. 1700 and 1680 sh cm^^ 5 (0MSO-D6) 1.43 (9H, s), 3.0- 
3.74 (4H. m. + H2O), 8.6 (IH. br s) and 9.30 (1H, br s); m/z 403 (2M + H*, 1%). 230 (MH* 8), 174 (100) 
and 156 (7). 
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(f) 1-(3.4"Dihydroxybenzylideneamino)-2,3-dioxopiperazine 

The product from part (e) (0.24dg) and 3,4<llhydroxybenzaldehyde (0.1 5g) were dissolved Into glacial 
acetic acid (25ml). After stirring at 90* C for 1.5 hours the reaction was cooled and the product filtered. After 
5 washing with glacial acetic acid (20ml) and ethyl acetate (50ml)» the product was dried under vacuum to 
give a buff coloured solid (0.213g: 78.6%); m.p. 238-242* C decomp; w (KBr) 3299. 1675 and 1646cm*^; 
m/2 249 (M\ 33%). 136 (100). 135 (80) and 115 (74). 



10 (g) [51 N-[[4(3-4-Dihvdroxben2vlideneamino)>2.3<lioxo piperazin-1-vlHari3onyll-2-phenvlglycine 

The product from part (f) (0.2g) as a suspension in dichloromethane (50ml) was cooled under argon to 

0*C. The reaction was treated sequentially with trimethylsilyichloride (0.32ml) and triethylamine (0.35ml). 

After 5 minutes the cooling bath was removed for 1 hour, when the reaction was recooled to O'C and 
IS treated with trichloromethyl chloroformate (0.1ml). After a further 1 hour the reaction was evaporated from 

toluene (20ml) and the product (i/max 1803. 1725 and l684cm'M redissolved into dichloromethane (lOmI). 

This solution was added dropwise to persllylated D-phenylglycine (0,.134g), prepared as for Example 7(a). 

dissolved into dichloromethane (10ml). After 1.5 hours the reaction was diluted with ethyl acetate (50ml) and 

stirred vigorously with dilute hydrochloric acid. The ethyl acetate was separated and washed with water (3 x 
20 30ml) before being dried (MgS04) and evaporated to a glass. This glass was taken up Into ether and 

precipitated with n*hexane to give a buff coloured solid (0.291g; 85%); m.p. 104* C dec; F^ax (KBr) 3299. 

3084, 1716 and 1680cm-^ 



25 (h) Sodium [6R7R] 3-(1 .3,4-Thiadia2ol-2-yl)thio methyl-7[[R>2[2.3-dioxo-4(3,4-dihydroxybenzy 
lideneamino)piperazin*1*yl<arbonvlaminol-2-phenylacetamido]-7-formamido*ceph*3-em*4"carboxylat^ 

[6R,7R] 3-(1 .3,4-Thiadiazol-2-yl)thiomethyl-7-amino-7-formamido-ceph-3-em-4-carboxylic acid (0.2g) 
. , was suspended in dichloromethane (lOmI) and treated with N.O-bistrimethylsilylacetamide (0.1.6ml) and 

30 trimethylsilyichloride (2 drops). After stirring under argon at 4(r C for 0.75 hours the reaction was cooled 
and evaporated from toluene. 

Meanwhile, the product from part (g) (0.23g) was suspended in dichloromethane (10ml) and treated with 
trimethylsilyichloride (0.55ml) and hexamethyldisitazane (0.57mi). The reaction was gently refluxed for 1 
hour and then evaporated from toluene. The residue was taken up into dichloromethane (10ml) and treated 

35 with trichloromethyl chlorofomnate (0.065ml). After 1.5 hours the reaction was evaporated from toluene and 
redissolved into dichloromethane (10ml). This was added in 1ml aliquots to the persilyalated cephem 
nucleus, prepared above, in dichloromethane (20ml). After 1 hour the reaction was evaporated, taken up into 
ethyl acetate (30ml) and washed vigorously with dilute hydrochloric acid. After final washings with distilled 
water the solvent was evaporated to give a yellow/buff coloured solid. This residue was dissolved into 

40 tetrahydrofuran and ethyl acetate (4:1, 25ml). The pH was adjusted to 7.4 with sodium hydrogen carbonate 
solution prior to dilution with distilled water (50ml) and ethyl acetate (50ml). The aqueous portion was 
concentrated and chromatographed upon HP20SS eluting with water graduating to 10% acetone in water. 
After combining and freeze drying fractions containing the product the title compound was obtained as a 
yellow/green solid (40.3mg; 9,3%); f^ax (KBr) 3302. 1771, 1711 sh. 1684 and 1602cm-'; 5 (D2O) (major 

46 rotamer) 2.87 and 3.26 (2H. ABq. J 17H2). 3.72-4.4 (6H. m). 5.12 (1H. s). 5.43 (1H. s), 6.80 (1H. d. J 8.1 Hz). 
7.08 (1 H. d. J 8.1 Hz). 7.22-7.60 (6H, m), 7.99 (1 H. s). 8.08 (1 H. s), and 9.30 (1 H, s). 



Example 23 

so 

Minimum inhibitory Concentration (MIC) values of compounds of the invention against a variety of 
organisms were determined by serial dilution in lso*sensitest agar (from Oxold Ltd. Basingstoke. England). 
The plates were inoculated with 10^ colony-forming units and incubated overnight at 37 *C. The MIC values 
recorded in Table I were the lowest concentration of antibiotic to inhibit growth. Comparative data for 
55 Piperacillin (6i3-[0-2*[(4-ethyl-2. 3-dioxopiperazin*1-yl)carbonylamlnoh2*phenylacetamido] -penicillanic acid, 
sodium salt) and for the compound 6a-formamido-6iS-[D-2-[(4-ethyl-2, 3-dioxoplperazin-1-yl)carbonylamlno]- 
2- phenyl acetamidohpenicillanic acid, sodium salt (Compound A) disclosed in U.K. Patent QB-2107307B, 
are also given. 
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Claims 



1 . A compound of formula (I) or a pharmaceutically acceptable salt or jn vjvo hydroiysai>le ester tliereof: 



10 



IS 



30 



R''-CR-COMH 
I 

NR 
I 



to 



I 

X 
la 



CO^R 



(I) 



wherein Y is 



25 



90 



.S CH_ 
C 



CH. 



or CHj 



36 in which is oxygen, sulphur or -CH2- and Z represents hydrogen, halogen, C1.4 alkoxy. -CHa-Q or 
-CH = CH-Q where Q represents hydrogen, halogen, hydroxy, mercapto, cyano. carboxy. carboxylic ester, 
alkyloxy. acyloxy. aryi. a heterocyclyi group bonded via carbon, a heterocyclylthio group or a nitrogen 
containing heterocyclic group bonded via nitrogen; 

represents phenyl, substituted phenyl, cyclohexenyl. cyclohexadienyl or a 5 or a-membered heterocyclic 

40 ring containing up to three hetero atoms selected from oxygen, sulphur or nitrogen optionally substituted 
with hydroxy, amino, substituted amino, halogen or Ct^ alkoxy, is hydrogen, hydroxy methyl, fonmamido, 
or methoxy. R^ and R^ are the same or different and represent hydrogen. Ci^ alkyi. substituted Ct^ aikyl. 
halogen, amino, phenyl, substituted phenyl, hydroxy or Ci^ alkoxy or and R^ fom the residue of a 5 or 
6-membered carbocyclic ring or a 5 or 6-membered heterocyclic ring containing up to three hetero atoms 

45 selected from oxygen, sulphur or nitrogen optionally substituted with hydroxy, amino, substituted amino, 
halogen or alkoxy; R^ is 



80 




wherein R^^ and R^^ are the same or different and each represents hydroxy, or protected hydroxy and XR^ 
is -(CH2)„R9. -NHCOR^ -N = CHR^ .NHCH2R^ or -COR^ where n is from 0 to 2; with the proviso that XR^ 
does not represent -NsCHR^ when R^ represents hydrogen. 
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2. A compound as claimed in Claim 1 in which the group is phenyl. 4-hydroxyphenyl or 2-thtenyl. 

3. A compound as claimed in any one of the preceding claims in which Y is a group 

S CHi X \ 

/ ^/ ' or ^ 



wherein YMs sulphur. 

4. A compound as claimed In any one of the preceding claims in which and R^ are hydrogen. 

5. A compound as claimed In any one of the preceding claims in which X is a methylene group. 

6. A compound as claimed in any one of the preceding claims in which is a group: 




in which one or both hydroxy groups are optionally protected. 

7. A compound as claimed in any one of the preceding claims in which R^ is formamido. 

8. A compound as claimed in any one of the preceding claims selected from the following or a 
pharmaceutically acceptable salt or pharmaceutlcaily acceptable jn vivo hydrolysable ester thereof: 
6/S-[D-2[[4-(3,4-Oihydroyybenzyl)-2,3<lioxopipera2in-1-yl]carbonyia^ 

acid; 

6MD-2[[4-(3.4-Oihydroxybenzyl)-2,3<lioxoplpera2ln-1-yl]carbonylamino]-2-phenyl^^^ 
formamidopeniclllanic acid; 

6/3-[D-2-{[4-(3.4-Oihydroxybenzyi)-2.3-dioxopipera2in-1-yl]carbonyliTiino]-2-phenylacetamido]^^ 
methoxypeniclllanic acid; 

6i9-[D-2-[[4'(3,4-Dihydroxybenzyl)-2.3Hjloxopipera2in-l-yllcarbonylamino]-2-<44iydroxy 
6a-formamidopenicillanic acid; 

6/8-(D-2-(3.4-Diacetoxyphenyl-24[4-(3.4-dihydroxybenzyl)-2.3<lioxopiperazin-1-yl]carbonyla^ 
acetamido]-6a-formamidopenlciilanic acid; 

6i8-{D-2-([4-(4,5-Olhydroxypyrldin-2-ylmethyl)2.3KJloxoplpera2in-1-yl]carbo 

formamidopeniclllanic acid; 

8/3-[D-2-t[4-(3,4-dihydroxybenzyi)-2.3-dioxoplperazin-1-yl]carbonylamlno]-2-phenylacetamldol-6a- 
(hydroxymethyl) penicillanic acid: 

6fl.[D-2-tt4-(3,4-Oihydroxybenzyl)-2,3-dioxoplpera2in-1-yl]carbonylamino]-2-[4-aminophenyl)acetamido]-6a- 
fbrmamfdopenlclllanic acid; 

7i8-(D-2•^t4-(3.4-Diacetoxybenzyl)-2,3<lloxopiperazin'1-yl]carbonylamino]-2-phenylacetamidol-7a-forma^ 
3-1(1 .3.4-thiadia20l-2-yi)thiomethy llceph-3-em-4-carboxylic acid; 

7i8-[l>2-Q4-(3.4-Diacetoxybenzyl)-2.3-dioxoplpera?in-1-yllcarbonylamino]-2-phenylacetamido]-7o-fo 
3-((1-methyl-1 H-tetrazol-5-yl)thiomethyl]ceph-3-em-4-carboxyIic acid; 

7/3-[l>2-[[4-(3.4-Dihydroxyben2yl)-2.3-dioxopiperazin-1-yl]carbonylamlnoh2-phenylacetamidoh7Gr 
formamido-3-[(1 ,3.4-thladiazol-2-yl)thiomethyl]ceph-3-em-4-carboxylic acid; 
6i3-tD-2-(3,4-01acetoxyphenyl)-2-[(4-{3,4-dihydroxyben2yl)-2.3-dloxopiperazin^1-yl)carbonyla 
acetamidoh6a-(hydroxymethyl)penicillanic acid; 

7/3-[2-(t4-(3.4-Dihydroxybenzyl)-2,3-dioxoplperazin-1-yllcarbonylaminol-2-(2-thienyl)acetamidol^^ 
formamldo-3-[(1 ,3.4-thiadla2ol-2-yl)thiomethyl]ceph-3-em-4-carboxylic acid; 
7/5-[D-2-([4-(3,4-Dihydroxybenzyl)-2.3<iloxopiperazin-1-yl]carbonylamino]-2-phenylacetamido]-7a- 
formamldo-3-[(1 -methy i-1 H-tetrazol-S-y l)thiomethyl]ceph-3-em-4-carboxy lie acid; 
6fl-[2-[[4-(2,3Kllhydroxyben2yl)-2,3slloxopiperazin-1-yl]carbonylaminoK^ 
formamldopenicitlanic acid; 
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7i5-tD-2-[[4-{2>Dihydroxyb8nzyl)-2.3KJioxopip8ra2in-1-ylIcarbonylamino)-2-ph8nylac^^ 
formamiclo-3-[{1,3.4-thiadlazol-2-yl)thiomethyl]ceph-3-em-4-carboxylic acid; 
6^-(D-2-(4-(3.4-Dihydroxyphenyl)-2,3-dioxopipera2in-1-ylcarbonylamlnoI-2-phenyl^ 
formamidopenicillanic acid; 

5 6HD-2-t4-[2-{3>Oihydroxophenyl)ethylh2.3KJIoxopiperazin-1.ylcarbonylaminoh^^ 
formamrdopenicillantc acid; 

7^-[DL-2-(4-(3.4-Olhydroxyphenyl)-2.3<lloxopipera2ln-1-ylcarbonylarnlnoh2-phenylacetamid^ 
formamido-3-[(1 ,3.4-thiadia20l-2-y l)thlomethy llceph-3-0m-4-carboxy lie acid; 
3-Ac8toxymethyl-7/J-(D-2-[4-(3.4<llhydroxybenzyl)2.3Klloxopipera2in-1-yicarbonyla^ 
10 ph8nylac8tamido]c8ph-3-8m-4-carboxylic acid; and 

3-Acetoxymethyl-7/3-[0-2-[4-(1.4-dihydro-5-hydroxy-4-oxopyridin-2-yl)rn8% 
ylcarbonylamlno]-2-ph8nyIac8tamidoIceph-3-8m-4-carboxyllcacid. 

9. A pharmaceuticaJ composition comprising an antibacterially 8ffectiv8 amount of a pharmac8utically 
acc8ptabl8 compound as clalmad in any one of Claims 1 to 8 together with a pharmaceutically acceptable 

IS carrier or excipient. 

10. A pharmaceutical composition as claimed in Claim 9 which further comprises a jS-lactamase 
inhibitor. • 

11. The use of a compound of formula (I) as defined In Claim 1 for the manufacture of a medicament 
for the treatment of bacterial infections in humans and animals. 
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